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(57) Abstract 

This invention relates to newly identified tissue specific cancer associated polynucleotides and the polypeptides encoded by these 
polynucleotides herein collectively known as "cancer antigens", and to the complete gene sequences associated therewith and to the expression 
products thereof, as well as the use of such tissue specific cancer antigens for detection, prevention and treatment of tissue specific disorders, 
particularly the presence of cancer. This invention relates to the cancer antigens as well as vectors, host cells, antibodies directed to cancer 
antigens and recombinant and synthetic methods for producing the same. Also provided are diagnostic methods for diagnosing and treating, 
preventing and/or prognosing tissue specific disorders, including cancer, and therapeutic methods for treating such disorders. The invention 
further relates to screening methods for identifying agonists and antagonists of cancer antigens of the invention. The present invention 
further relates to methods anaVor compositions for inhibiting the production and/or function of the polypeptides of the present invention. 
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polynucleotide sequence. In another embodiment, polynucleotides of the invention, 
or the encoded polypeptides, may be altered by being subjected to random 
mutagenesis by error-prone PCR, random nucleotide insertion or other methods prior 
to recombination. In another embodiment, one or more components, motifs, sections, 
5 parts, domains, fragments, etc., of a polynucleotide encoding a polypeptide of the 
invention may be recombined with one or more components, motifs, sections, parts, 
domains, fragments, etc. of one or more heterologous molecules. 

As discussed herein, any polypeptide of the present invention can be used to 
generate fusion proteins. For example, the polypeptide of the present invention, when 

10 fused to a second protein, can be used as an antigenic tag. Antibodies raised against 
the polypeptide of the present invention can be used to indirectly detect the second 
protein by binding to the polypeptide. Moreover, because secreted proteins target 
cellular locations based on trafficking signals, polypeptides of the present invention 
which are shown to be secreted can be used as targeting molecules once fused to other 

15 proteins. 

Examples of domains that can be fused to polypeptides of the present 
invention include not only heterologous signal sequences, but also other heterologous 
functional regions. The fusion does not necessarily need to be direct, but may occur 
through linker sequences. 

20 In certain preferred embodiments, proteins of the invention comprise fusion 

proteins wherein the polypeptides are N and/or C- terminal deletion mutants. In 
preferred embodiments, the application is directed to nucleic acid molecules at least 
80%, 85%, 90%, 95%, 96%, 97%, 98% or 99% identical to the nucleic acid sequences 
encoding polypeptides having the amino acid sequence of the specific N- and 

25 C-terminal deletions mutants. Polynucleotides encoding these polypeptides are also 
encompassed by the invention. 

Moreover, fusion proteins may also be engineered to improve characteristics 
of the polypeptide of the present invention. For instance, a region of additional amino 
acids, particularly charged amino acids, may be added to the N-terminus of the 

30 polypeptide to improve stability and persistence during purification from the host cell 
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or subsequent handling and storage. Also, peptide moieties may be added to the 
polypeptide to facilitate purification. Such regions may be removed prior to final 
preparation of the polypeptide. The addition of peptide moieties to facilitate handling 
of polypeptides are familiar and routine techniques in the art. 

5 

Vectors, Host Cells, and Protein Production 

The present invention also relates to vectors containing the polynucleotide of 
the present invention, host cells, and the production of polypeptides by recombinant 
techniques. The vector may be, lor example, a phage, plasmid, viral, or retroviral 
10 vector. Retroviral vectors may be replication competent or replication defective. In 
the latter case, viral propagation generally will occur only in complementing host 
cells. 

The polynucleotides of the invention may be joined to a vector containing a 
selectable marker for propagation in a host. Generally, a plasmid vector is introduced 

15 in a precipitate, such as a calcium phosphate precipitate, or in a complex with a 
charged lipid. If the vector is a virus, it may be packaged in vitro using an 
appropriate packaging cell line and then transduced into host cells. 

The polynucleotide insert should be operatively linked to an appropriate 
promoter, such as the phage lambda PL promoter, the E. coli lac, trp, phoA and tac 

20 promoters, the SV40 early and late promoters and promoters of retroviral LTRs. to 
name a few. Other suitable promoters will be known to the skilled artisan. The 
expression constructs will further contain sites for transcription initiation, termination, 
and, in the transcribed region, a ribosome binding site for translation. The coding 
portion of the transcripts expressed by the constructs will preferably include a 

25 translation initiating codon at the beginning and a termination codon (UAA, UGA or 
UAG) appropriately positioned at the end of the polypeptide to be translated. 

As indicated, the expression vectors will preferably include at least one 
selectable marker. Such markers include dihydrofolate reductase, G418 or neomycin 
resistance for eukaryotic cell culture and tetracycline, kanamycin or ampicillin 

30 resistance genes for culturing in E. coli and other bacteria. Representative examples 
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of appropriate hosts include, but are not limited to. bacterial cells, such as E. coli. 
Streptomyces and Salmonella typhimurium cells; fungal cells, such as yeast cells 
(e.g., Saccharomyces cerevisiae or Pichia pastoris (ATCC Accession No. 201 178)); 
insect cells such as Drosophila S2 and Spodoptera Sf9 cells; animal cells such as 
5 CHO, COS, 293, and Bowes melanoma cells; and plant cells. Appropriate culture 
mediums and conditions for the above-described host cells are known in the art. 

Among vectors preferred for use in bacteria include pQE70. pQE60 and pQE- 
9, available from Q1AGEN, inc.; pBluescript vectors, Phagescript vectors, pNH8A, 
pNH16a, pNH18A, pNH46A, available from Stratagene Cloning Systems, Inc.; and 

10 ptrc99a, pKK223-3, pKK233-3, pDR540, pR!T5 available from Pharmacia Biotech, 
Inc. Among preferred eukaryotic vectors are pWLNEO, pSV2CAT, pOG44, pXTl 
and pSG available from Stratagene; and pSVK3, pBPV, pMSG and pSVL available 
from Pharmacia. Preferred expression vectors for use in yeast systems include, but are 
not limited to pYES2, pYDl, pTEFl/Zeo, pYES2/GS, pPICZ, pGAPZ, pGAPZalph, 

15 pP!C9, P P1C3.5, pHlL-D2, pHlL-Sl, pPIC3.5K, pPJC9K, and PA0815 (all available 
from Invitrogen, Carlbad, CA). Other suitable vectors will be readily apparent to the 
skilled artisan. 

Introduction of the construct into the host cell can be effected by calcium 
phosphate transfection, DEAE-dextran mediated transfection, cationic lipid-mediated 
20 transfection, electroporation, transduction, infection, or other methods. Such methods 
are described in many standard laboratory manuals, such as Davis et ah, Basic 
Methods In Molecular Biology (1986). It is specifically contemplated that the 
polypeptides of the present invention may in fact be expressed by a host cell lacking a 
recombinant vector. 

25 A polypeptide of this invention can be recovered and purified from 

recombinant cell cultures by well-known methods including ammonium sulfate or 
ethanol precipitation, acid extraction, anion or cation exchange chromatography, 
phosphocellulose chromatography, hydrophobic interaction chromatography, affinity 
chromatography, hydroxylapatite chromatography and lectin chromatography. Most 
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preferably, high performance liquid chromatography ("HPLC") is employed for 
purification. 

Polypeptides of the present invention can also be recovered from: products 
purified from natural sources, including bodily fluids, tissues and cells, whether 
directly isolated or cultured; products of chemical synthetic procedures; and products 
produced by recombinant techniques from a prokaryotic or eukaryotic host, including, 
for example, bacterial, yeast, higher plant, insect, and mammalian cells. Depending 
upon the host employed in a recombinant production procedure, the polypeptides of 
the present invention may be glycosylated or may be non-glycosylated. In addition, 
polypeptides of the invention may also include an initial modified methionine residue, 
in some cases as a result of host-mediated processes. Thus, it is well known in the art 
that the N-terminal methionine encoded by the translation initiation codon generally 
is removed with high efficiency from any protein after translation in all eukaryotic 
cells. While the N-terminal methionine on most proteins also is efficiently removed 
in most prokaryotes, for some proteins, this prokaryotic removal process is inefficient, 
depending on the nature of the amino acid to which the N-terminal methionine is 
covalently linked. 

In one embodiment, the yeast Pichia pastoris is used to express polypeptides 
of the invention in a eukaryotic system. Pichia pastoris is a methylotrophic yeast 
which can metabolize methanol as its sole carbon source. A main step in the 
methanol metabolization pathway is the oxidation of methanol to formaldehyde using 
O2. This reaction is catalyzed by the enzyme alcohol oxidase. In order to metabolize 
methanol as its sole carbon source, Pichia pastoris must generate high levels of 
alcohol oxidase due, in part, to the relatively low affinity of alcohol oxidase for O2. 
Consequently, in a growth medium depending on methanol as a main carbon source, 
the promoter region of one of the two alcohol oxidase genes (AOXJ) is highly active. 
In the presence of methanol, alcohol oxidase produced from the AOX1 gene 
comprises up to approximately 30% of the total soluble protein in Pichia pastoris. 
See, Ellis, S.B., et aL, Mol Cell Biol. 5:1111-21 (1985); Koutz, P.J, et ai, Yeast 
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5:167-77 (1989); Tschopp, J.F.. ei aL Nucl. Acids Res. 15:3859-76 (1987). Thus, a 
heterologous coding sequence, such as, for example, a polynucleotide of the present 
invention, under the transcriptional regulation of all or part of the AOX1 regulatory 
sequence is expressed at exceptionally high levels in Pichia yeast grown in the 
5 presence of methanol . 

In one example, the plasmid vector pP!C9K is used to express DNA encoding 
a polypeptide of the invention, as set forth herein, in a Pichea yeast system essentially 
as described in "Pichia Protocols: Methods in Molecular Biology," D.R. Higgins and 
J. Cregg, eds. The Humana Press, Totowa, NJ, 1998. This expression vector allows 

JO expression and secretion of a polypeptide of the invention by virtue of the strong 
AOX1 promoter linked to the Pichia pastoris alkaline phosphatase (PHO) secretory 
signal peptide (i.e., leader) located upstream of a multiple cloning site. 

Many other yeast vectors could be used in place of pP!C9K, such as, pYES2, 
pYDl, pTEFl/Zeo, pYES2/GS, pPICZ, pGAPZ, pGAPZalpha, pPIC9, pPIC3.5, 

]5 pHIL-D2, pHlL-Sl, pPlC3.5K, and PA0815, as one skilled in the art would readily 
appreciate, as long as the proposed expression construct provides appropriately 
located signals for transcription, translation, secretion (if desired), and the like, 
including an in-frame AUG as required. 

In another embodiment, high-level expression of a heterologous coding 

20 sequence, such as, for example, a polynucleotide of the present invention, may be 
achieved by cloning the heterologous polynucleotide of the invention into an 
expression vector such as, for example, pGAPZ or pGAPZalpha, and growing the 
yeast culture in the absence of methanol. 

In addition to encompassing host cells containing the vector constructs 

25 discussed herein, the invention also encompasses primary, secondary, and 
immortalized host cells of vertebrate origin, particularly mammalian origin, that have 
been engineered to delete or replace endogenous genetic material (e.g., coding 
sequence), and/or to include genetic material (e.g., heterologous polynucleotide 
sequences) that is operably associated with polynucleotides of the invention, and 
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which activates, alters, and/or amplifies endogenous polynucleotides. For example, 
techniques known in the art may be used to operably associate heterologous control 
regions (e.g., promoter and/or enhancer) and endogenous polynucleotide sequences 
via homologous recombination (see, e.g., U.S. Patent No. 5,641,670, issued June 24, 
1997; International Publication No. WO 96/2941 1, published September 26, 1996; 
International Publication No. WO 94/12650, published August 4, 1994; Koller et aL, 
Proc. Natl. Acad. Sci. USA 86:8932-8935 (1989); and Zijlstra et ah, Nature 342:435- 
438 (1989), the disclosures of each of which are incorporated by reference in their 
entireties). 

In addition, polypeptides of the invention can be chemically synthesized using 
techniques known in the art (e.g., see Creighton, 1983, Proteins: Structures and 
Molecular Principles, W.H. Freeman & Co., N.Y., and Hunkapiller et aL, Nature, 
3 1 0: 1 05- 1 1 1 (1 984)). For example, a polypeptide corresponding to a fragment of a 
polypeptide can be synthesized by use of a peptide synthesizer. Furthermore, if 
desired, nonclassical amino acids or chemical amino acid analogs can be introduced 
as a substitution or addition into the polypeptide sequence. Non-classical amino acids 
include, but are not limited to, to the D-isomers of the common amino acids, 2,4- 
diaminobutyric acid, a-amino isobutyric acid, 4-aminobutyric acid, Abu, 2-amino 
butyric acid, g-Abu, e-Ahx, 6-amino hexanoic acid, Aib, 2-amino isobutyric acid, 
3-amino propionic acid, ornithine, norleucine, norvaline, hydroxyproline, sarcosine, 
citrulline, homocitrulline, cysteic acid, t-butylglycine, t-butylalanine, phenylglycine, 
cyclohexylalanine, b-alanine, fluoro-amino acids, designer amino acids such as b- 
methyl amino acids, Ca-methyl amino acids, Na-methyl amino acids, and amino acid 
analogs in general. Furthermore, the amino acid can be D (dextrorotary) or L 
(levorotary). 

Non-naturally occurring variants may be produced using art-known 
mutagenesis techniques, which include, but are not limited to oligonucleotide 
mediated mutagenesis, alanine scanning, PCR mutagenesis, site directed mutagenesis 
(see, e.g., Carter et aL, Nucl. Acids Res. 73:4331 (1986); and Zoller et aL, NucL Acids 
Res. 70:6487 (1982)), cassette mutagenesis (see, e.g., Wells et aL, Gene 34:3)5 
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(1985)), restriction selection mutagenesis (see, e.g.. Wells et ai, Philos. Trans. R. 
Soc. London SerA 31 7:41 5 ( 1986)). 

The invention additionally, encompasses polypeptides of the present invention 
which are differentially modified during or after translation, e.g., by glycosylation, 

5 acetylation, phosphorylation, amidation, derivatization by known protecting/blocking 
groups, proteolytic cleavage, linkage to an antibody molecule or other cellular ligand, 
etc. Any of numerous chemical modifications may be carried out by known 
techniques, including but not limited, to specific chemical cleavage by cyanogen 
bromide, trypsin, chymotrypsin, papain, V8 protease, NaBH 4 ; acetylation, 

10 formylation, oxidation, reduction; metabolic synthesis in the presence of tunicamycin; 
etc. 

Additional post-translational modifications encompassed by the invention 
include, for example, e.g., N-linked or O-linked carbohydrate chains, processing of 
N-terminal or C-terminal ends), attachment of chemical moieties to the amino acid 
15 backbone, chemical modifications of N-linked or O-linked carbohydrate chains, and 
addition or deletion of an N-terminal methionine residue as a result of procaryotic 
host cell expression. The polypeptides may also be modified with a detectable label, 
such as an enzymatic, fluorescent, isotopic or affinity label to allow for detection and 
isolation of the protein. 

20 Also provided by the invention are chemically modified derivatives of the 

polypeptides of the invention which may provide additional advantages such as 
increased solubility, stability and circulating time of the polypeptide, or decreased 
immunogenicity (see U.S. Patent No. 4,179,337). The chemical moieties for 
derivitization may be selected from water soluble polymers such as polyethylene 

25 glycol, ethylene glycol/propylene glycol copolymers, carboxymethylcellulose, 
dextran, polyvinyl alcohol and the like. The polypeptides may be modified at random 
positions within the molecule, or at predetermined positions within the molecule and 
may include one, two, three or more attached chemical moieties. 

The polymer may be of any molecular weight, and may be branched or 

30 unbranched. For polyethylene glycol, the preferred molecular weight is between 
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about I kDa and about 100 kDa (the term "about' 1 indicating that in preparations of 
polyethylene glycol, some molecules will weigh more, some less, than the stated 
molecular weight) for ease in handling and manufacturing. Other sizes may be used, 
depending on the desired therapeutic profile (e.g., the duration of sustained release 
5 desired, the effects, if any on biological activity, the ease in handling, the degree or 
lack of antigenicity and other known effects of the polyethylene glycol to a 
therapeutic protein or analog). For example, the polyethylene glycol may have an 
average molecular weight of about 200; 500; 1000: 1500; 2000: 2500; 3000; 3500; 
4000; 4500; 5000; 5500; 6000; 6500; 7000: 7500; 8000; 8500; 9000; 9500; 10,000; 

10 10,500; 11,000; 11,500; 12,000; 12,500; 13,000; 13,500; 14,000; 14,500; 15,000; 
15,500; 16,000; 16,500; 17,000; 17,500; 18,000; 18,500; 19,000; 19,500; 20,000; 
25,000; 30,000; 35,000; 40,000; 50,000: 55,000; 60,000; 65,000; 70,000; 75,000; 
80,000; 85,000; 90,000; 95,000; or 100,000 kDa. 

As noted above, the polyethylene glycol may have a branched structure. 

15 Branched polyethylene glycols are described, for example, in U.S. Patent No. 
5,643,575; Morpurgo et ai, Appl Biochem. Biotechnol 56:59-72 (1996); Vorobjev el 
al t Nucleosides Nucleotides 75:2745-2750 (1999); and Caliceti et ai, Bioconjug. 
Chem. 70:638-646 (1999), the disclosures of each of which are incorporated herein by 
reference. 

20 The polyethylene glycol molecules (or other chemical moieties) should be 

attached to the protein with consideration of effects on functional or antigenic 
domains of the protein. There are a number of attachment methods available to those 
skilled in the art, e.g., EP 0 401 384, herein incorporated by reference (coupling PEG 
to G-CSF), see also Malik et al., Exp. Hematol. 20:1028-1035 (1992) (reporting 

25 pegylation of GM-CSF using tresyl chloride). For example, polyethylene glycol may 
be covalently bound through amino acid residues via a reactive group, such as, a free 
amino or carboxyl group. Reactive groups are those to which an activated 
polyethylene glycol molecule may be bound. The amino acid residues having a free 
amino group may include lysine residues and the N-terminal amino acid residues; 

30 those having a free carboxyl group may include aspartic acid residues glutamic acid 
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residues and the C-terminal amino acid residue. Sulfhydryl groups may also be used 
as a reactive group for attaching the polyethylene glycol molecules. Preferred for 
therapeutic purposes is attachment at an amino group, such as attachment at the 
N-terminus or lysine group. 
5 As suggested above, polyethylene glycol may be attached to proteins via 

linkage to any of a number of amino acid residues. For example, polyethylene glycol 
can be linked to a proteins via covalent bonds to lysine, histidine, aspartic acid, 
glutamic acid, or cysteine residues. One or more reaction chemistries may be 
employed to attach polyethylene glycol to specific amino acid residues (e.g., lysine, 

JO histidine, aspartic acid, glutamic acid, or cysteine) of the protein or to more than one 
type of amino acid residue (e.g., lysine, histidine, aspartic acid, glutamic acid, 
cysteine and combinations thereof) of the protein. 

One may specifically desire proteins chemically modified at the N-terminus. 
Using polyethylene glycol as an illustration of the present composition, one may 

15 select from a variety of polyethylene glycol molecules (by molecular weight, 
branching, etc.), the proportion of polyethylene glycol molecules to protein 
(polypeptide) molecules in the reaction mix, the type of pegylation reaction to be 
performed, and the method of obtaining the selected N-terminally pegylated protein. 
The method of obtaining the N-terminally pegylated preparation (i.e., separating this 

20 moiety from other monopegylated moieties if necessary) may be by purification of the 
N-terminally pegylated material from a population of pegylated protein molecules. 
Selective proteins chemically modified at the N-terminus modification may be 
accomplished by reductive alkylation which exploits differential reactivity of 
different types of primary amino groups (lysine versus the N-terminal) available for 

25 derivatization in a particular protein. Under the appropriate reaction conditions, 
substantially selective derivatization of the protein at the N-terminus with a carbonyl 
group containing polymer is achieved. 

As indicated above, pegylation of the proteins of the invention may be 
accomplished by any number of means. For example, polyethylene glycol may be 

30 attached to the protein either directly or by an intervening linker. Linkerless systems 
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for attaching polyethylene glycol to proteins are described in Delgado el ai t Crit. 
Rev. There. Drug Carrier Sys. 9:249-304 (1992); Francis et aL, Intern. J. ofHematoi 
65:1-18 (1998); U.S. Patent No. 4,002,531; U.S. Patent No. 5,349,052; 
WO 95/06058; and WO 98/32466, the disclosures of each of which are incorporated 
herein by reference. 

One system for attaching polyethylene glycol directly to amino acid residues 
of proteins without an intervening linker employs tresylated MPEG, which is 
produced by the modification of monmethoxy polyethylene glycol (MPEG) using 
tresylchloride (C1S0 2 CH 2 CF 3 ). Upon reaction of protein with tresylated MPEG, 
polyethylene glycol is directly attached to amine groups of the protein. Thus, the 
invention includes protein-polyethylene glycol conjugates produced by reacting 
proteins of the invention with a polyethylene glycol molecule having a 
2,2,2 -trifiuoreothane sulphonyl group. 

Polyethylene glycol can also be attached to proteins using a number of 
different intervening linkers. For example, U.S. Patent No. 5,612,460, the entire 
disclosure of which is incorporated herein by reference, discloses urethane linkers for 
connecting polyethylene glycol to proteins. Protein-polyethylene glycol conjugates 
wherein the polyethylene glycol is attached to the protein by a linker can also be 
produced by reaction of proteins with compounds such as MPEG- 
succinimidylsuccinate, MPEG activated with l,r-carbonyldiimidazole, MPEG- 
2,4,5-trichIoropenylcarbonate, MPEG-p-nitrophenolcarbonate, and various MPEG- 
succinate derivatives. A number additional polyethylene glycol derivatives and 
reaction chemistries for attaching polyethylene glycol to proteins are described in 
WO 98/32466, the entire disclosure of which is incorporated herein by reference. 
Pegylated protein products produced using the reaction chemistries set out herein are 
included within the scope of the invention. 

The number of polyethylene glycol moieties attached to each protein of the 
invention (i.e., the degree of substitution) may also vary. For example, the pegylated 
proteins of the invention may be linked, on average, to 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 12, 
15, 17, 20, or more polyethylene glycol molecules. Similarly, the average degree of 
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substitution within ranges such as 1-3, 2-4, 3-5, 4-6, 5-7, 6-8, 7-9, 8-10, 9-11, 10-12, 
11-13, 12-14, 13-15, 14-16, 15-17, 16-18, 17-19, or 18-20 polyethylene glycol 
moieties per protein molecule. Methods for determining the degree of substitution are 
discussed, for example, in Delgado et ai, Crit. Rev. Thera. Drug Carrier Sys. 9:249- 
5 304(1992). 

The cancer antigen polypeptides of the invention may be in monomers or 
multimers (i.e., dimers, trimers, tetramers and higher multimers). Accordingly, the 
present invention relates to monomers and multimers of the polypeptides of the 
invention, their preparation, and compositions (preferably, Therapeutics) containing 

10 them. In specific embodiments, the polypeptides of the invention are monomers, 
dimers, trimers or tetramers. In additional embodiments, the multimers of the 
invention are at least dimers, at least trimers, or at least tetramers. 

Multimers encompassed by the invention may be homomers or heteromers. 
As used herein, the term homomer, refers to a multimer containing only polypeptides 

15 corresponding to the amino acid sequence of SEQ ID NO:Y or an amino acid 
sequence encoded by SEQ ID NO:X, and/or an amino acid sequence encoded by the 
cDNA in a related cDNA clone contained in a deposited library (including fragments, 
variants, splice variants, and fusion proteins, corresponding to any one of these as 
described herein). These homomers may contain polypeptides having identical or 

20 different amino acid sequences. In a specific embodiment, a homomer of the 
invention is a multimer containing only polypeptides having an identical amino acid 
sequence. In another specific embodiment, a homomer of the invention is a multimer 
containing polypeptides having different amino acid sequences. In specific 
embodiments, the multimer of the invention is a homodimer (e.g., containing 

25 polypeptides having identical or different amino acid sequences) or a homotrimer 
(e.g., containing polypeptides having identical and/or different amino acid 
sequences). In additional embodiments, the homomeric multimer of the invention is 
at least a homodimer, at least a homotrimer, or at least a homotetramer. 

As used herein, the term heteromer refers to a multimer containing one or 

30 more heterologous polypeptides (i.e., polypeptides of different proteins) in addition to 
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the polypeptides of the invention. In a specific embodiment, the multimer of the 
invention is a heterodimer, a heterotrimer, or a heterotetramer. In additional 
embodiments, the heteromeric multimer of the invention is at least a heterodimer, at 
least a heterotrimer, or at least a heterotetramer. 
5 Multimers of the invention may be the result of hydrophobic, hydrophilic, 

ionic and/or covaient associations and/or may be indirectly linked, by for example, 
liposome formation. Thus, in one embodiment, multimers of the invention, such as, 
for example, homodimers or homotrimers, are formed when polypeptides of the 
invention contact one another in solution. In another embodiment, heteromultimers 

10 of the invention, such as, for example, heterotrimers or heterotetramers, are formed 
when polypeptides of the invention contact antibodies to the polypeptides of the 
invention (including antibodies to the heterologous polypeptide sequence in a fusion 
protein of the invention) in solution. In other embodiments, multimers of the 
invention are formed by covaient associations with and/or between the polypeptides 

15 of the invention. Such covaient associations may involve one or more amino acid 
residues contained in the polypeptide sequence (e.g., that recited in SEQ ID NO:Y, or 
contained in a polypeptide encoded by SEQ ID NO:X, and/or by the cDNA in the 
related cDNA clone contained in a deposited library). In one instance, the covaient 
associations are cross-linking between cysteine residues located within the 

20 polypeptide sequences which interact in the native (i.e., naturally occurring) 
polypeptide. In another instance, the covaient associations are the consequence of 
chemical or recombinant manipulation. Alternatively, such covaient associations may 
involve one or more amino acid residues contained in the heterologous polypeptide 
sequence in a fusion protein. In one example, covaient associations are between the 

25 heterologous sequence contained in a fusion protein of the invention (see, e.g., US 
Patent Number 5,478,925). In a specific example, the covaient associations are 
between the heterologous sequence contained in a Fc fusion protein of the invention 
(as described herein). In another specific example, covaient associations of fusion 
proteins of the invention are between heterologous polypeptide sequence from 

30 another protein that is capable of forming covalently associated multimers, such as for 
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10 



example, oseteoprotegerin (see, e.g., International Publication MO: WO 98/49305, the 
contents of which are herein incorporated by reference in its entirety). In another 
embodiment, two or more polypeptides of the invention are joined through peptide 
linkers. Examples include those peptide linkers described in U.S. Pat. No. 5,073,627 
(hereby incorporated by reference). Proteins comprising multiple polypeptides of the 
invention separated by peptide linkers may be produced using conventional 

recombinant DNA technology. 

Another method for preparing multimer polypeptides of the invention involves 
use of polypeptides of the invention fused to a leucine zipper or isoleuc.ne zipper 
polypeptide sequence. Leucine zipper and isoleucine zipper domains are 
polypeptides that promote multimerization of the proteins in which they are found. 
Leucine zippers were originally identified in several DNA-binding proteins 
(Landschulz et al.. Science 240:1759, (1988)), and have since been found in a variety 
of different proteins. Among the known leucine zippers are naturally occurring 
15 peptides and derivatives thereof that dimenze or trimerize. Examples of leucine 
zipper domains suitable for producing soluble multimeric prote.ns of the invention are 
those described in PCT application WO 94/10308, hereby incorporated by reference. 
Recombinant fusion proteins comprising a polypeptide of the invention fused to a 
polypeptide sequence that dimerizes or trimenzes in solution are expressed in suitable 
20 host cells, and the resulting soluble multimeric fusion protein is recovered from the 
culture supernatant using techniques known in the art. 

Trimeric polypeptides of the invention may offer the advantage of enhanced 
biological activity. Preferred leucine zipper moieties and isoleucine moieties are 
those that preferentially form trimers. One example is a leucine zipper derived from 
25 lung surfactant protein D (SPD), as described in Hoppe et al. (FEBS Letters 344:191, 
(1994)) and in U.S. patent application Ser. No. 08/446,922, hereby incorporated by 
reference. Other peptides derived from naturally occurring trimeric proteins may be 
employed in preparing trimeric polypeptides of the invention. 

In another example, proteins of the invention are associated by interactions 
30 between Flag® polypeptide sequence contained in fusion proteins of the invention 
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containing Flag® polypeptide seuqence. In a further embodiment, associations 
proteins of the invention are associated by interactions between heterologous 
polypeptide sequence contained in Flag® fusion proteins of the invention and anti- 
Flag® antibody. 

5 The multimers of the invention may be generated using chemical techniques 

known in the art. For example, polypeptides desired to be contained in the multimers 
of the invention may be chemically cross-linked using linker molecules and linker 
molecule length optimization techniques known in the art (see, e.g., US Patent 
Number 5,478,925, which is herein incorporated by reference in its entirety). 

10 Additionally, multimers of the invention may be generated using techniques known in 
the art to form one or more inter-molecule cross-links between the cysteine residues 
located within the sequence of the polypeptides desired to be contained in the 
multimer (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 
reference in its entirety). Further, polypeptides of the invention may be routinely 

15 modified by the addition of cysteine or biotin to the C-terminus or N-terminus of the 
polypeptide and techniques known in the art may be applied to generate multimers 
containing one or more of these modified polypeptides (see, e.g., US Patent Number 
5,478,925, which is herein incorporated by reference in its entirety). Additionally, 
techniques known in the art may be applied to generate liposomes containing the 

20 polypeptide components desired to be contained in the multimer of the invention (see, 
e.g., US Patent Number 5,478,925, which is herein incorporated by reference in its 
entirety). 

Alternatively, multimers of the invention may be generated using genetic 
engineering techniques known in the art. In one embodiment, polypeptides contained 

25 in multimers of the invention are produced recombinantly using fusion protein 
technology described herein or otherwise known in the art (see, e.g., US Patent 
Number 5,478,925, which is herein incorporated by reference in its entirety). In a 
specific embodiment, polynucleotides coding for a homodimer of the invention are 
generated by ligating a polynucleotide sequence encoding a polypeptide of the 

30 invention to a sequence encoding a linker polypeptide and then further to a synthetic 
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polynucleotide encoding the translated product of the polypeptide in the reverse 
orientation from the original C-terminus to the N-terminus (lacking the leader 
sequence) (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 
reference in its entirety). In another embodiment, recombinant techniques described 
5 herein or otherwise known in the art are applied to generate recombinant polypeptides 
of the invention which contain a transmembrane domain (or hyrophobic or signal 
peptide) and which can be incorporated by membrane reconstitution techniques into 
liposomes (see, e.g., US Patent Number 5,478.925, which is herein incorporated by 
reference in its entirety). 

10 

Antibodies 

Further polypeptides of the invention relate to antibodies and T-cell antigen 
receptors (TCR) which immunospecifically bind a polypeptide, polypeptide fragment, 
or variant of SEQ ID NO:Y, and/or an epitope, of the present invention (as 

15 determined by immunoassays well known in the art for assaying specific antibody- 
antigen binding). Antibodies of the invention include, but are not limited to, 
polyclonal, monoclonal, multispecific, human, humanized or chimeric antibodies, 
single chain antibodies, Fab fragments, F(ab') fragments, fragments produced by a 
Fab expression library, anti-idiotypic (anti-Id) antibodies (including, e.g., anti-Id 

20 antibodies to antibodies of the invention), and epitope-binding fragments of any of 
the above. The term "antibody," as used herein, refers to immunoglobulin molecules 
and immunologically active portions of immunoglobulin molecules, i.e., molecules 
that contain an antigen binding site that immunospecifically binds an antigen. The 
immunoglobulin molecules of the invention can be of any type (e.g., JgG, IgE, IgM, 

25 IgD, IgA and IgY), class (e.g., IgGl, IgG2, lgG3, lgG4, IgAl and IgA2) or subclass 
of immunoglobulin molecule. 

Most preferably the antibodies are human antigen-binding antibody fragments 
of the present invention and include, but are not limited to, Fab, Fab 1 and F(ab')2, Fd, 
single-chain Fvs (scFv), single-chain antibodies, disulfide-linked Fvs (sdFv) and 

30 fragments comprising either a VL or VH domain. Antigen-binding antibody 
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fragments, including single-chain antibodies, may comprise the variable region(s) 
alone or in combination with the entirety or a portion of the following: hinge region; 
CHI, CH2, and CH3 domains. Also included in the invention are antigen-binding 
fragments also comprising any combination of variable region(s) with a hinge region, 
CHI, CH2, and CH3 domains. The antibodies of the invention may be from any 
animal origin including birds and mammals. Preferably, the antibodies are human, 
murine (e.g., mouse and rat), donkey, ship rabbit, goat, guinea pig, camel, horse, or 
chicken. As used herein, "human" antibodies include antibodies having the amino 
acid sequence of a human immunoglobulin and include antibodies isolated from 
human immunoglobulin libraries or from animals transgenic for one or more human 
immunoglobulin and that do not express endogenous immunoglobulins, as described 
infra and, for example in, U.S. Patent No. 5,939,598 by Kucherlapati et al. 

The antibodies of the present invention may be monospecific, bispecific, 
trispecific or of greater multispecificity. Multispecific antibodies may be specific for 
different epitopes of a polypeptide of the present invention or may be specific for both 
a polypeptide of the present invention as well as for a heterologous epitope, such as a 
heterologous polypeptide or solid support material. See, e.g., PCT publications WO 
93/17715; WO 92/08802; WO 91/00360; WO 92/05793; Tutt, et al., J. Immunol. 
147:60-69 (1991); U.S. Patent Nos. 4,474,893; 4,714,681; 4,925,648; 5,573,920; 
5,601,819; Kostelny et al., J. Immunol. 148:1547-1553 (1992). 

Antibodies of the present invention may be described or specified in terms of 
the epitope(s) or portion(s) of a polypeptide of the present invention which they 
recognize or specifically bind. The epitope(s) or polypeptide portion(s) may be 
specified as described herein, e.g., by N-terminal and C-terminal positions, or by size 
in contiguous amino acid residues. Antibodies which specifically bind any epitope or 
polypeptide of the present invention may also be excluded. Therefore, the present 
invention includes antibodies that specifically bind polypeptides of the present 
invention, and allows for the exclusion of the same. 

Antibodies of the present invention may also be described or specified in 
terms of their cross-reactivity. Antibodies that do not bind any other analog, ortholog, 
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or homolog of a polypeptide of the present invention are included. Antibodies that 
bind polypeptides with at least 95%, at least 90%, at least 85%, at least 80%, at least 
75%, at least 70%, at least 65%, at least 60%, at least 55%, and at least 50% identity 
(as calculated using methods known in the art and described herein) to a polypeptide 

5 of the present invention are also included in the present invention. In specific 
embodiments, antibodies of the present invention cross-react with murine, rat and/or 
rabbit homologs of human proteins and the corresponding epitopes thereof. 
Antibodies that do not bind polypeptides with less than 95%, less than 90%, less than 
85%, less than 80%, less than 75%, less than 70%, less than 65%, less than 60%, less 

10 than 55%, and less than 50% identity (as calculated using methods known in the art 
and described herein) to a polypeptide of the present invention are also included in 
the present invention. In a specific embodiment, the above-described cross-reactivity 
is with respect to any single specific antigenic or immunogenic polypeptide, or 
combination(s) of 2, 3, 4, 5, or more of the specific antigenic and/or immunogenic 

15 polypeptides disclosed herein. Further included in the present invention are 
antibodies which bind polypeptides encoded by polynucleotides which hybridize to a 
polynucleotide of the present invention under stringent hybridization conditions (as 
described herein). Antibodies of the present invention may also be described or 
specified in terms of their binding affinity to a polypeptide of the invention. Preferred 

20 binding affinities include those with a dissociation constant or Kd less than 5X10' 
M, 10- 2 M, 5 X 10° M, 10° M, 5 X 10 4 M, 10' 4 M, 5 X 10" 5 M, 10" 5 M, 5 X 10" 6 M, 
10- 6 M, 5 X 10- 7 M, 10 7 M, 5 X 10" 8 M, 10' 8 M, 5 X 10" 9 M, 10" 9 M, 5 X 10 10 M, 10" 10 
M, 5 X 10- n M, 10 n M, 5 X 10' 12 M, 1012 M, 5 X 10 13 M, 10 13 M, 5 X 10 14 M, 10" 
,4 M,5X 10- ,5 M,or 1(M5 M. 

25 The invention also provides antibodies that competitively inhibit binding of an 

antibody to an epitope of the invention as determined by any method known in the art 
for determining competitive binding, for example, the immunoassays described 
herein. In preferred embodiments, the antibody competitively inhibits binding to the 
epitope by at least 95%, at least 90%, at least 85 %, at least 80%, at least 75%, at least 

30 70%, at least 60%, or at least 50%. 
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Antibodies of the present invention may act as agonists or antagonists of the 
polypeptides of the present invention. For example, the present invention includes 
antibodies which disrupt the receptor/ligand interactions with the polypeptides of the 
invention either partially or fully. Preferrably, antibodies of the present invention 
5 bind an antigenic epitope disclosed herein, or a portion thereof. The invention features 
both receptor-specific antibodies and ligand-specific antibodies. The invention also 
features receptor-specific antibodies which do not prevent ligand binding but prevent 
receptor activation. Receptor activation (i.e., signaling) may be determined by 
techniques described herein or otherwise known in the art. For example, receptor 

10 activation can be determined by detecting the phosphorylation (e.g., tyrosine or 
serine/threonine) of the receptor or its substrate by immunoprecipitation followed by 
western blot analysis (for example, as described supra). In specific embodiments, 
antibodies are provided that inhibit ligand activity or receptor activity by at least 95%, 
at least 90%, at least 85%, at least 80%, at least 75%, at least 70%, at least 60%, or at 

J 5 least 50% of the activity in absence of the antibody. 

The invention also features receptor-specific antibodies which both prevent 
ligand binding and receptor activation as well as antibodies that recognize the 
receptor-ligand complex, and, preferably, do not specifically recognize the unbound 
receptor or the unbound ligand. Likewise, included in the invention are neutralizing 

20 antibodies which bind the ligand and prevent binding of the ligand to the receptor, as 
well as antibodies which bind the ligand, thereby preventing receptor activation, but 
do not prevent the ligand from binding the receptor. Further included in the invention 
are antibodies which activate the receptor. These antibodies may act as receptor 
agonists, i.e., potentiate or activate either all or a subset of the biological activities of 

25 the ligand-mediated receptor activation, for example, by inducing dimerization of the 
receptor. The antibodies may be specified as agonists, antagonists or inverse agonists 
for biological activities comprising the specific biological activities of the peptides of 
the invention disclosed herein. The above antibody agonists can be made using 
methods known in the art. See, e.g., PCT publication WO 96/40281; U.S. Patent No. 

30 5,811,097; Deng et ah, Blood 92(6): 1 98 1 - 1 988 (1998); Chen et al., Cancer Res. 
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58(16):3668-3678 (1998); Harrop et al., J. Immunol. 16 1(4): 1 786- 1794 (1998); Zhu 
et al., Cancer Res. 58(15):3209-32I4 (1998); Yoon et al., J. Immunol. 160(7):3170- 
3179 (1998); Prat et al., J. Cell. Sci. 1 1 l(Pt2):237-247 (1998); Pitard et al., J. 
Immunol. Methods 205(2): 1 77- 1 90 (1997); Liautard et al.. Cytokine 9(4):233-241 

5 (1997): Carlson et al., J. Biol. Chem. 272(17): 1 1295-1 1301 ( 1997); Taryman et al., 
Neuron 14(4):755-762 (1995); Muller et al., Structure 6(9): 11 53-1167 (1998); 
Bartunek et al., Cytokine 8(1): 14-20 (1996) (which are all incorporated by reference 
herein in their entireties). 

Antibodies of the present invention may be used, for example, but not limited 

10 to, to purify, detect, and target the polypeptides of the present invention, including 
both in vitro and in vivo diagnostic and therapeutic methods. For example, the 
antibodies have use in immunoassays for qualitatively and quantitatively measuring 
levels of the polypeptides of the present invention in biological samples. See, e.g., 
Harlow et al., Antibodies: A Laboratory Manual, (Cold Spring Harbor Laboratory 

1 5 Press, 2nd ed. 1 988) (incorporated by reference herein in its entirety). 

As discussed in more detail below, the antibodies of the present invention may 
be used either alone or in combination with other compositions. The antibodies may 
further be recombinantly fused to a heterologous polypeptide at the N- or C-terminus 
or chemically conjugated (including covalently and non-covalently conjugations) to 

20 polypeptides or other compositions. For example, antibodies of the present invention 
may be recombinantly fused or conjugated to molecules useful as labels in detection 
assays and effector molecules such as heterologous polypeptides, drugs, 
radionuclides, or toxins. See, e.g., PCT publications WO 92/08495; WO 91/14438; 
WO 89/12624; U.S. Patent No. 5,314,995; and EP 396,387. 

25 The antibodies of the invention include derivatives that are modified, i.e, by 

the covalent attachment of any type of molecule to the antibody such that covalent 
attachment does not prevent the antibody from generating an anti-idiotypic response. 
For example, but not by way of limitation, the antibody derivatives include antibodies 
that have been modified, e.g., by glycosylation, acetylation, pegylation, 

30 phosphylation, amidation, derealization by known protecting/blocking groups, 
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proteolytic cleavage, linkage to a cellular Iigand or other protein, etc. Any of 
numerous chemical modifications may be carried out by known techniques, including, 
but not limited to specific chemical cleavage, acetylation, formylation, metabolic 
synthesis of tunicamycin, etc. Additionally, the derivative may contain one or more 
non-classical amino acids. 

The antibodies of the present invention may be generated by any suitable 
method known in the art. Polyclonal antibodies to an antigen-of- interest can be 
produced by various procedures well known in the art. For example, a polypeptide of 
the invention can be administered to various host animals including, but not limited 
to, rabbits, mice, rats, etc. to induce the production of sera containing polyclonal 
antibodies specific for the antigen. Various adjuvants may be used to increase the 
immunological response, depending on the host species, and include but are not 
limited to, Freund's (complete and incomplete), mineral gels such as aluminum 
hydroxide, surface active substances such as lysolecithin, pluronic polyols, 
polyanions, peptides, oil emulsions, keyhole limpet hemocyanins, dinitrophenol, and 
potentially useful human adjuvants such as BCG (bacille Calmette-Guerin) and 
corynebacterium parvum. Such adjuvants are also well known in the art. 

Monoclonal antibodies can be prepared using a wide variety of techniques 
known in the art including the use of hybridoma, recombinant, and phage display 
technologies, or a combination thereof. For example, monoclonal antibodies can be 
produced using hybridoma techniques including those known in the art and taught, for 
example, in Harlow et al., Antibodies: A Laboratory Manual, (Cold Spring Harbor 
Laboratory Press, 2nd ed. 1988); Hammerling, et al., in: Monoclonal Antibodies and 
T-Cell Hybridomas 563-681 (Elsevier, N.Y., 1981) (said references incorporated by 
reference in their entireties). The term "monoclonal antibody" as used herein is not 
limited to antibodies produced through hybridoma technology. The term 
"monoclonal antibody" refers to an antibody that is derived from a single clone, 
including any eukaryotic, prokaryotic, or phage clone, and not the method by which it 
is produced. 
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Methods for producing and screening for specific antibodies using hybridoma 
technology are routine and well known in the art and are discussed in detail in the 
Examples. In a non-limiting example, mice can be immunized with a polypeptide of 
the invention or a cell expressing such peptide. Once an immune response is 
5 detected, e.g., antibodies specific for the antigen are detected in the mouse serum, the 
mouse spleen is harvested and splenocytes isolated. The splenocytes are then fused 
by well known techniques to any suitable myeloma cells, for example cells from cell 
line SP20 available from the ATCC. Hybridomas are selected and cloned by limited 
dilution. The hybridoma clones are then assayed by methods known in the art for 
10 cells that secrete antibodies capable of binding a polypeptide of the invention. 
Ascites fluid, which generally contains high levels of antibodies, can be generated by 
immunizing mice with positive hybridoma clones. 

Accordingly, the present invention provides methods of generating 
monoclonal antibodies as well as antibodies produced by the method comprising 
15 culturing a hybridoma cell secreting an antibody of the invention wherein, preferably, 
the hybridoma is generated by fusing splenocytes isolated from a mouse immunized 
with an antigen of the invention with myeloma cells and then screening the 
hybridomas resulting from the fusion for hybridoma clones that secrete an antibody 
able to bind a polypeptide of the invention. 
20 Antibody fragments which recognize specific epitopes may be generated by 

known techniques. For example, Fab and F(ab')2 fragments of the invention may be 
produced by proteolytic cleavage of immunoglobulin molecules, using enzymes such 
as papain (to produce Fab fragments) or pepsin (to produce F(ab')2 fragments). 
F(ab')2 fragments contain the variable region, the light chain constant region and the 
25 CHI domain of the heavy chain. 

For example, the antibodies of the present invention can also be generated 
using various phage display methods known in the art. In phage display methods, 
functional antibody domains are displayed on the surface of phage particles which 
carry the polynucleotide sequences encoding them. In a particular embodiment, such 
30 phage can be utilized to display antigen binding domains expressed from a repertoire 
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or combinatorial antibody library (e.g., human or murine). Phage expressing an 
antigen binding domain that binds the antigen of interest can be selected or identified 
with antigen, e.g., using labeled antigen or antigen bound or captured to a solid 
surface or bead. Phage used in these methods are typically filamentous phage 
5 including fd and M13 binding domains expressed from phage with Fab, Fv or 
disulfide stabilized Fv antibody domains recombinantly fused to either the phage 
gene III or gene VIII protein. Examples of phage display methods that can be used to 
make the antibodies of the present invention include those disclosed in Brinkman et 
al., J. Immunol. Methods 182:41-50 (1995); Ames et al., J. Immunol. Methods 

10 184:177-186 (1995); Kettleborough et al., Eur. J. Immunol. 24:952-958 (1994); Persic 
et al., Gene 187 9-18 (1997); Burton et al. 5 Advances in Immunology 57:191-280 
(1994); PCT application No. PCT/GB91/01 134; PCT publications WO 90/02809; 
WO 91/10737; WO 92/01047; WO 92/18619; WO 93/11236; WO 95/15982; WO 
95/20401; and U.S. Patent Nos. 5,698,426; 5,223,409; 5,403,484; 5,580,717; 

15 5,427,908; 5,750,753; 5,821,047; 5,571,698; 5,427,908; 5,516,637; 5,780,225; 
5,658,727; 5,733,743 and 5,969,108; each of which is incorporated herein by 
reference in its entirety. 

As described in the above references, after phage selection, the antibody 
coding regions from the phage can be isolated and used to generate whole antibodies, 

20 including human antibodies, or any other desired antigen binding fragment, and 
expressed in any desired host, including mammalian cells, insect cells, plant cells, 
yeast, and bacteria, e.g., as described in detail below. For example, techniques to 
recombinantly produce Fab, Fab 1 and F(ab')2 fragments can also be employed using 
methods known in the art such as those disclosed in PCT publication WO 92/22324; 

25 Mullinax et al., BioTechniques 12(6):864-869 (1992); and Sawai et al., AJRJ 34:26- 
34 (1995); and Better et al., Science 240:1041-1043 (1988) (said references 
incorporated by reference in their entireties). 

Examples of techniques which can be used to produce single-chain Fvs and 
antibodies include those described in U.S. Patents 4,946,778 and 5,258,498; Huston 

30 et al., Methods in Enzymology 203:46-88 (1991); Shu et al., PNAS 90:7995-7999 
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(1993); and Skerra et al. 3 Science 240:1038-1040 (1988). For some uses, including 
in vivo use of antibodies in humans and in vitro detection assays, it may be preferable 
to use chimeric, humanized, or human antibodies. A chimeric antibody is a molecule 
in which different portions of the antibody are derived from different animal species, 
5 such as antibodies having a variable region derived from a murine monoclonal 
antibody and a human immunoglobulin constant region. Methods for producing 
chimeric antibodies are known in the art. See e.g., Morrison, Science 229:1202 
(1985); Oi et al., BioTechniques 4:214 (1986); Gillies et al., (1989) J. Immunol. 
Methods 125:191-202; U.S. Patent Nos. 5,807,715; 4,816,567; and 4,816397, which 

10 are incorporated herein by reference in their entirety. Humanized antibodies are 
antibody molecules from non-human species antibody that binds the desired antigen 
having one or more complementarity determining regions (CDRs) from the non- 
human species and a framework regions from a human immunoglobulin molecule. 
Often, framework residues in the human framework regions will be substituted with 

15 the corresponding residue from the CDR donor antibody to alter, preferably improve, 
antigen binding. These framework substitutions are identified by methods well 
known in the art, e.g., by modeling of the interactions of the CDR and framework 
residues to identify framework residues important for antigen binding and sequence 
comparison to identify unusual framework residues at particular positions. (See, e.g., 

20 Queen et al., U.S. Patent No. 5,585,089; Riechmann et al., Nature 332:323 (1988), 
which are incorporated herein by reference in their entireties.) Antibodies can be 
humanized using a variety of techniques known in the art including, for example, 
CDR-grafting (EP 239,400; PCT publication WO 91/09967; U.S. Patent Nos. 
5,225,539; 5,530,101; and 5,585,089), veneering or resurfacing (EP 592,106; EP 

25 519,596; Padlan, Molecular Immunology 28(4/5):489-498 (1991); Studnicka et al., 
Protein Engineering 7(6):805-814 (1994); Roguska. et al., PNAS 91:969-973 (1994)), 
and chain shuffling (U.S. Patent No. 5,565,332). 

Completely human antibodies are particularly desirable for therapeutic 
treatment of human patients. Human antibodies can be made by a variety of methods 

30 known in the art including phage display methods described above using antibody 
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libraries derived from human immunoglobulin sequences. See also, U.S. Patent Nos. 
4,444.887 and 4,716,1 1 1; and PCT publications WO 98/46645, WO 98/50433, WO 
98/24893, WO 98/16654, WO 96/34096, WO 96/33735, and WO 91/10741; each of 
which is incorporated herein by reference in its entirety. 
5 Human antibodies can also be produced using transgenic mice which are 

incapable of expressing functional endogenous immunoglobulins, but which can 
express human immunoglobulin genes. For example, the human heavy and light 
chain immunoglobulin gene complexes may be introduced randomly or by 
homologous recombination into mouse embryonic stem cells. Alternatively, the 

10 human variable region, constant region, and diversity region may be introduced into 
mouse embryonic stem cells in addition to the human heavy and light chain genes. 
The mouse heavy and light chain immunoglobulin genes may be rendered non- 
functional separately or simultaneously with the introduction of human 
immunoglobulin loci by homologous recombination. In particular, homozygous 

15 deletion of the JH region prevents endogenous antibody production. The modified 
embryonic stem cells are expanded and microinjected into blastocysts to produce 
chimeric mice. The chimeric mice are then bred to produce homozygous offspring 
which express human antibodies. The transgenic mice are immunized in the normal 
fashion with a selected antigen, e.g., all or a portion of a polypeptide of the invention. 

20 Monoclonal antibodies directed against the antigen can be obtained from the 
immunized, transgenic mice using conventional hybridoma technology. The human 
immunoglobulin transgenes harbored by the transgenic mice rearrange during B cell 
differentiation, and subsequently undergo class switching and somatic mutation. 
Thus, using such a technique, it is possible to produce therapeutically useful IgG, 

25 IgA, IgM and IgE antibodies. For an overview of this technology for producing 
human antibodies, see Lonberg and Huszar, Int. Rev. Immunol. 13:65-93 (1995). For 
a detailed discussion of this technology for producing human antibodies and human 
monoclonal antibodies and protocols for producing such antibodies, see, e.g., PCT 
publications WO 98/24893; WO 92/01047; WO 96/34096; WO 96/33735; European 

30 Patent No. 0 598 877; U.S. Patent Nos. 5,413,923; 5,625,126; 5,633,425; 5,569,825; 
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5,661,016: 5,545,806; 5,814,318; 5,885/793; 5,916,771; and 5,939,598, which are 
incorporated by reference herein in their entirety. In addition, companies such as 
Abgenix. Inc. (Freemont, CA) and Genpharm (San Jose, CA) can be engaged to 
provide human antibodies directed against a selected antigen using technology similar 

5 to that described above. 

Completely human antibodies which recognize a selected epitope can be 
generated using a technique referred to as "guided selection." In this approach a 
selected non-human monoclonal antibody, e.g., a mouse antibody, is used to guide the 
selection of a completely human antibody recognizing the same epitope. (Jespers et 

10 al., Bio/technology 12:899-903 (1988)). 

Further, antibodies to the polypeptides of the invention can, in turn, be utilized 
to generate anti-idiotype antibodies that "mimic" polypeptides of the invention using 
techniques well known to those skilled in the art. (See, e.g., Greenspan & Bona, 
FASEB J. 7(5):437-444; (1989) and Nissinoff, J. Immunol. 147(8):2429-2438 

15 ( 1 99 1 )). For example, antibodies which bind to and competitively inhibit polypeptide 
multimerization and/or binding of a polypeptide of the invention to a ligand can be 
used to generate anti-idiotypes that "mimic" the polypeptide multimerization and/or 
binding domain and, as a consequence, bind to and neutralize polypeptide and/or its 
ligand. Such neutralizing anti-idiotypes or Fab fragments of such anti-idiotypes can 

20 be used in therapeutic regimens to neutralize polypeptide ligand. For example, such 
anti-idiotypic antibodies can be used to bind a polypeptide of the invention and/or to 
bind its ligands/receptors, and thereby block its biological activity. 

Polynucleotides Encoding Antibodies 
25 The invention further provides polynucleotides comprising a nucleotide 

sequence encoding an antibody of the invention and fragments thereof. The invention 
also encompasses polynucleotides that hybridize under stringent or alternatively, 
under lower stringency hybridization conditions, e.g., as defined supra, to 
polynucleotides that encode an antibody, preferably, that specifically binds to a 
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polypeptide of the invention, preferably, an antibody that binds to a polypeptide 
having the amino acid sequence of SEQ ID NO:Y. 

The polynucleotides may be obtained, and the nucleotide sequence of the 
polynucleotides determined, by any method known in the an. For example, if the 
nucleotide sequence of the antibody is known, a polynucleotide encoding the antibody 
may be assembled from chemically synthesized oligonucleotides (e.g., as described in 
Kutmeier et ah, BioTechniques 17:242 (1994)), which, briefly, involves the synthesis 
of overlapping oligonucleotides containing portions of the sequence encoding the 
antibody, annealing and ligating of those oligonucleotides, and then amplification of 
the ligated oligonucleotides by PCR. 

Alternatively, a polynucleotide encoding an antibody may be generated from 
nucleic acid from a suitable source. If a clone containing a nucleic acid encoding a 
particular antibody is not available, but the sequence of the antibody molecule is 
known, a nucleic acid encoding the immunoglobulin may be chemically synthesized 
or obtained from a suitable source (e.g., an antibody cDNA library, or a cDNA library 
generated from, or nucleic acid, preferably poly A+ RNA, isolated from, any tissue 
or cells expressing the antibody, such as hybridoma cells selected to express an 
antibody of the invention) by PCR amplification using synthetic primers hybridizable 
to the 3' and 5' ends of the sequence or by cloning using an oligonucleotide probe 
specific for the particular gene sequence to identify, e.g., a cDNA clone from a 
cDNA library that encodes the antibody. Amplified nucleic acids generated by PCR 
may then be cloned into replicable cloning vectors using any method well known in 
the art. 

Once the nucleotide sequence and corresponding amino acid sequence of the 
antibody is determined, the nucleotide sequence of the antibody may be manipulated 
using methods well known in the art for the manipulation of nucleotide sequences, 
e.g., recombinant DNA techniques, site directed mutagenesis, PCR, etc. (see, for 
example, the techniques described in Sambrook et al., 1990, Molecular Cloning, A 
Laboratory Manual, 2d Ed., Cold Spring Harbor Laboratory, Cold Spring Harbor, NY 
and Ausubel et al., eds., 1998, Current Protocols in Molecular Biology, John Wiley & 
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Sons, NY, which are both incorporated by reference herein in their entireties ), to 
generate antibodies having a different amino acid sequence, for example to create 
amino acid substitutions, deletions, and/or insertions. 

In a specific embodiment, the amino acid sequence of the heavy and/or light 
5 chain variable domains may be inspected to identify the sequences of the 
complementarity determining regions (CDRs) by methods that are well know in the 
art, e.g., by comparison to known amino acid sequences of other heavy and light 
chain variable regions to determine the regions of sequence hypervariability. Using 
routine recombinant DNA techniques, one or more of the CDRs may be inserted 

10 within framework regions, e.g., into human framework regions to humanize a non- 
human antibody, as described supra. The framework regions may be naturally 
occurring or consensus framework regions, and preferably human framework regions 
(see, e.g., Chothia et al., J. Mol. Biol. 278: 457-479 (1998) for a listing of human 
framework regions). Preferably, the polynucleotide generated by the combination of 

15 the framework regions and CDRs encodes an antibody that specifically binds a 
polypeptide of the invention. Preferably, as discussed supra, one or more amino acid 
substitutions may be made within the framework regions, and, preferably, the amino 
acid substitutions improve binding of the antibody to its antigen. Additionally, such 
methods may be used to make amino acid substitutions or deletions of one or more 

20 variable region cysteine residues participating in an intrachain disulfide bond to 
generate antibody molecules lacking one or more intrachain disulfide bonds. Other 
alterations to the polynucleotide are encompassed by the present invention and within 
the skill of the art. 

In addition, techniques developed for the production of "chimeric antibodies" 
25 (Morrison et al., Proc. Natl. Acad. Sci. 81:851-855 (1984); Neuberger et al, Nature 
312:604-608 (1984); Takeda et al., Nature 314:452-454 (1985)) by splicing genes 
from a mouse antibody molecule of appropriate antigen specificity together with 
genes from a human antibody molecule of appropriate biological activity can be used. 
As described supra, a chimeric antibody is a molecule in which different portions are 
30 derived from different animal species, such as those having a variable region derived 
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from a murine mAb and a human immunoglobulin constant region, e.g., humanized 
antibodies. 

Alternatively, techniques described for the production of single chain 
antibodies (U.S. Patent No. 4,946,778; Bird, Science 242:423- 42 (1988); Huston et 
5 al., Proc. Natl. Acad. Sci. USA 85:5879-5883 (1988); and Ward et al., Nature 
334:544-54 (1989)) can be adapted to produce single chain antibodies. Single chain 
antibodies are formed by linking the heavy and light chain fragments of the Fv region 
via an amino acid bridge, resulting in a single chain polypeptide. Techniques for the 
assembly of functional Fv fragments in E. coli may also be used (Skerra et al., 
10 Science 242: 1038- 1041 (1988)). 

Methods of Producing Antibodies 

The antibodies of the invention can be produced by any method known in the 
art for the synthesis of antibodies, in particular, by chemical synthesis or preferably, 

15 by recombinant expression techniques. 

Recombinant expression of an antibody of the invention, or fragment, 
derivative or analog thereof, (e.g., a heavy or light chain of an antibody of the 
invention or a single chain antibody of the invention), requires construction of an 
expression vector containing a polynucleotide that encodes the antibody. Once a 

20 polynucleotide encoding an antibody molecule or a heavy or light chain of an 
antibody, or portion thereof (preferably containing the heavy or light chain variable 
domain), of the invention has been obtained, the vector for the production of the 
antibody molecule may be produced by recombinant DNA technology using 
techniques well known in the art. Thus, methods for preparing a protein by 

25 expressing a polynucleotide containing an antibody encoding nucleotide sequence are 
described herein. Methods which are well known to those skilled in the art can be 
used to construct expression vectors containing antibody coding sequences and 
appropriate transcriptional and translational control signals. These methods include, 
for example, in vitro recombinant DNA techniques, synthetic techniques, and in vivo 

30 genetic recombination. The invention, thus, provides replicable vectors comprising a 
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nucleotide sequence encoding an antibody molecule of the invention, or a heavy or 
light chain thereof, or a heavy or light chain variable domain, operably linked to a 
promoter. Such vectors may include the nucleotide sequence encoding the constant 
region of the antibody molecule (see, e.g., PCT Publication WO 86/05807; PCT 
5 Publication WO 89/01036; and U.S. Patent No. 5,122,464) and the variable domain of 
the antibody may be cloned into such a vector for expression of the entire heavy or 
light chain. 

The expression vector is transferred to a host cell by conventional techniques 
and the transfected cells are then cultured by conventional techniques to produce an 

10 antibody of the invention. Thus, the invention includes host cells containing a 
polynucleotide encoding an antibody of the invention, or a heavy or light chain 
thereof, or a single chain antibody of the invention, operably linked to a heterologous 
promoter. In preferred embodiments for the expression of double-chained antibodies, 
vectors encoding both the heavy and light chains may be co-expressed in the host cell 

15 for expression of the entire immunoglobulin molecule, as detailed below. 

A variety of host-expression vector systems may be utilized to express the 
antibody molecules of the invention. Such host-expression systems represent 
vehicles by which the coding sequences of interest may be produced and subsequently 
purified, but also represent cells which may, when transformed or transfected with 

20 the appropriate nucleotide coding sequences, express an antibody molecule of the 
invention in situ. These include but are not limited to microorganisms such as 
bacteria (e.g., E. coli, B. subtilis) transformed with recombinant bacteriophage DNA, 
plasmid DNA or cosmid DNA expression vectors containing antibody coding 
sequences; yeast (e.g., Saccharomyces, Pichia) transformed with recombinant yeast 

25 expression vectors containing antibody coding sequences; insect cell systems 
infected with recombinant virus expression vectors (e.g., baculovirus) containing 
antibody coding sequences; plant cell systems infected with recombinant virus 
expression vectors (e.g., cauliflower mosaic virus, CaMV; tobacco mosaic virus, 
TMV) or transformed with recombinant plasmid expression vectors (e.g., Ti plasmid) 

30 containing antibody coding sequences; or mammalian cell systems (e.g., COS, CHO, 
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BHK, 293, 3T3 cells) harboring recombinant expression constructs containing 
promoters derived from the genome of mammalian cells (e.g., metallothionein 
promoter) or from mammalian viruses (e.g., the adenovirus late promoter; the 
vaccinia virus 7.5K promoter). Preferably, bacterial cells such as Escherichia coli, 
and more preferably, eukaryotic cells, especially for the expression of whole 
recombinant antibody molecule, are used for the expression of a recombinant 
antibody molecule. For example, mammalian cells such as Chinese hamster ovary 
cells (CHO), in conjunction with a vector such as the major intermediate early gene 
promoter element from human cytomegalovirus is an effective expression system for 
antibodies (Foecking et al., Gene 45:101 (1986); Cockett et a!., Bio/Technology 8:2 
(1990)). 

In bacterial systems, a number of expression vectors may be advantageously 
selected depending upon the use intended for the antibody molecule being expressed. 
For example, when a large quantity of such a protein is to be produced, for the 
generation of pharmaceutical compositions of an antibody molecule, vectors which 
direct the expression of high levels of fusion protein products that are readily purified 
may be desirable. Such vectors include, but are not limited, to the E. coli expression 
vector P UR278 (Ruther et al., EMBO J. 2:1791 (1983)), in which the antibody coding 
sequence may be iigated individually into the vector in frame with the lac Z coding 
region so that a fusion protein is produced; pIN vectors (Inouye & Inouye, Nucleic 
Acids Res. 13:3101-3109 (1985); Van Heeke & Schuster, J. Biol. Chem. 24:5503- 
5509 (1989)); and the like. pGEX vectors may also be used to express foreign 
polypeptides as fusion proteins with glutathione S-transferase (GST). In general, 
such fusion proteins are soluble and can easily be purified from lysed cells by 
adsorption and binding to matrix glutathione-agarose beads followed by eiution in the 
presence of free glutathione. The pGEX vectors are designed to include thrombin or 
factor Xa protease cleavage sites so that the cloned target gene product can be 
released from the GST moiety. 

In an insect system, Autographa californica nuclear polyhedrosis virus 
(AcNPV) is used as a vector to express foreign genes. The virus grows in 



WO 00/55350 



PCT7US00/05882 



Spodoptera frugiperda cells. The antibody coding sequence may be cloned 
individually into non-essential regions (for example the polyhedrin gene) of the virus 
and placed under control of an AcNPV promoter (for example the polyhedrin 
promoter). 

5 In mammalian host cells, a number of viral-based expression systems may be 

utilized. In cases where an adenovirus is used as an expression vector, the antibody 
coding sequence of interest may be ligated to an adenovirus transcription/translation 
control complex, e.g., the late promoter and tripartite leader sequence. This chimeric 
gene may then be inserted in the adenovirus genome by in vitro or in vivo 

10 recombination. Insertion in a non- essential region of the viral genome (e.g., region 
El or E3) will result in a recombinant virus that is viable and capable of expressing 
the antibody molecule in infected hosts, (e.g., see Logan & Shenk, Proc. Natl. Acad. 
Sci. USA 81:355-359 (1984)). Specific initiation signals may also be required for 
efficient translation of inserted antibody coding sequences. These signals include the 

15 ATG initiation codon and adjacent sequences. Furthermore, the initiation codon 
must be in phase with the reading frame of the desired coding sequence to ensure 
translation of the entire insert. These exogenous translational control signals and 
initiation codons can be of a variety of origins, both natural and synthetic. The 
efficiency of expression may be enhanced by the inclusion of appropriate 

20 transcription enhancer elements, transcription terminators, etc. (see Bittner et ah, 
Methods in Enzymol. 153:51-544 (1987)). 

In addition, a host cell strain may be chosen which modulates the expression 
of the inserted sequences, or modifies and processes the gene product in the specific 
fashion desired. Such modifications (e.g., glycosylation) and processing (e.g., 

25 cleavage) of protein products may be important for the function of the protein. 
Different host cells have characteristic and specific mechanisms for the post- 
translational processing and modification of proteins and gene products. Appropriate 
cell lines or host systems can be chosen to ensure the correct modification and 
processing of the foreign protein expressed. To this end, eukaryotic host cells which 

30 possess the cellular machinery for proper processing of the primary transcript, 
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glycosylation, and phosphorylation of the gene product may be used. Such 
mammalian host cells include but are not limited to CHO, VERY, BHK, Hela, COS, 
MDCK, 293, 3T3, WI38, and in particular, breast cancer cell lines such as, for 
example, BT483, Hs578T, HTB2, BT20 and T47D, and normal mammary gland cell 
5 line such as. for example, CRL7030 and Hs578Bst. 

For long-term, high-yield production of recombinant proteins, stable 
expression is preferred. For example, cell lines which stably express the antibody 
molecule may be engineered. Rather than using expression vectors which contain 
viral origins of replication, host cells can be transformed with DNA controlled by 
10 appropriate expression control elements (e.g., promoter, enhancer, sequences, 
transcription terminators, polyadenylation sites, etc.), and a selectable marker. 
Following the introduction of the foreign DNA, engineered cells may be allowed to 
grow for 1-2 days in an enriched media, and then are switched to a selective media. 
The selectable marker in the recombinant plasmid confers resistance to the selection 

15 and allows cells to stably integrate the plasmid into their chromosomes and grow to 
form foci which in turn can be cloned and expanded into cell lines. This method may 
advantageously be used to engineer cell lines which express the antibody molecule. 
Such engineered cell lines may be particularly useful in screening and evaluation of 
compounds that interact directly or indirectly with the antibody molecule. 

20 A number of selection systems may be used, including but not limited to the 

herpes simplex virus thymidine kinase (Wigler et al., Cell 11:223 (1977)), 
hypoxanthine-guanine phosphoribosyltransferase (Szybalska & Szybalski, Proc. Natl. 
Acad. Sci. USA 48:202 (1992)), and adenine phosphoribosyltransferase (Lowy et al., 
Cell 22:817 (1980)) genes can be employed in tk-, hgprt- or aprt- cells, respectively. 

25 Also, antimetabolite resistance can be used as the basis of selection for the following 
genes: dhfr, which confers resistance to methotrexate (Wigler et al., Natl. Acad. Sci. 
USA 77:357 (1980); O'Hare et al., Proc. Natl. Acad. Sci. USA 78:1527 (1981)); gpt, 
which confers resistance to mycophenolic acid (Mulligan & Berg, Proc. Natl. Acad. 
Sci. USA 78:2072 (1981)); neo, which confers resistance to the aminoglycoside G- 

30 418 Clinical Pharmacy 12:488-505; Wu and Wu, Biotherapy 3:87-95 (1991); 
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Tolstoshev. Ann. Rev. Pharmacol. Toxicol. 32:573-596 (1993); Mulligan, Science 
260:926-932 (1993); and Morgan and Anderson, Ann. Rev. Biochem. 62:191-217 
(1993); May, 1993, TIB TECH 1 1(5): 155-215); and hygro, which confers resistance 
to hygromycin (Santerre et al., Gene 30:147 (1984)). Methods commonly known in 
5 the art of recombinant DNA technology may be routinely applied to select the desired 
recombinant clone, and such methods are described, for example, in Ausubei et al. 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, NY (1993); 
Kriegler, Gene Transfer and Expression, A Laboratory Manual, Stockton Press, NY 
(1990); and in Chapters 12 and 13, Dracopoli et al. (eds), Current Protocols in 

10 Human Genetics, John Wiley & Sons, NY (1994); Colberre-Garapin et ah, J. Mol. 
Biol. 1 50: 1 ( 1 98 1 ), which are incorporated by reference herein in their entireties. 

The expression levels of an antibody molecule can be increased by vector 
amplification (for a review, see Bebbington and Hentschel, The use of vectors based 
on gene amplification for the expression of cloned genes in mammalian cells in DNA 

15 cloning, Vol.3. (Academic Press, New York, 1987)). When a marker in the vector 
system expressing antibody is amplifiable, increase in the level of inhibitor present in 
culture of host cell will increase the number of copies of the marker gene. Since the 
amplified region is associated with the antibody gene, production of the antibody will 
also increase (Crouse et al., Mol. Cell. Biol. 3:257 (1983)). 

20 The host cell may be co-transfected with two expression vectors of the 

invention, the first vector encoding a heavy chain derived polypeptide and the second 
vector encoding a light chain derived polypeptide. The two vectors may contain 
identical selectable markers which enable equal expression of heavy and light chain 
polypeptides. Alternatively, a single vector may be used which encodes, and is 

25 capable of expressing, both heavy and light chain polypeptides. In such situations, 
the light chain should be placed before the heavy chain to avoid an excess of toxic 
free heavy chain (Proudfoot, Nature 322:52 (1986); Kohler, Proc. Natl. Acad. Sci. 
USA 77:2197 (1980)). The coding sequences for the heavy and light chains may 
comprise cDNA or genomic DNA. 



Once an antibody molecule of the invention has been produced by an animal, 
chemically synthesized, or recombinantiy expressed, it may be purified by any 
method known in the art for purification of an immunoglobulin molecule, for 
example, by chromatography (e.g., ion exchange, affinity, particularly by affinity for 
5 the specific antigen after Protein A, and sizing column chromatography), 
centrifugation, differential solubility, or by any other standard technique for the 
purification of proteins. In addition, the antibodies of the present invention or 
fragments thereof can be fused to heterologous polypeptide sequences described 
herein or otherwise known in the art, to facilitate purification. 
10 The present invention encompasses antibodies recombinantiy fused or 

chemically conjugated (including both covalently and non-covalently conjugations) 
to a polypeptide (or portion thereof, preferably at least 10, 20, 30, 40, 50, 60, 70, 80, 
90 or 100 amino acids of the polypeptide) of the present invention to generate fusion 
proteins. The fusion does not necessarily need to be direct, but may occur through 

15 linker sequences. The antibodies may be specific for antigens other than polypeptides 
(or portion thereof, preferably at least 10, 20, 30, 40, 50, 60, 70, 80, 90 or 100 amino 
acids of the polypeptide) of the present invention. For example, antibodies may be 
used to target the polypeptides of the present invention to particular cell types, either 
in vitro or in vivo, by fusing or conjugating the polypeptides of the present invention 

20 to antibodies specific for particular cell surface receptors. Antibodies fused or 
conjugated to the polypeptides of the present invention may also be used in in vitro 
immunoassays and purification methods using methods known in the art. See e.g., 
Harbor et al., supra, and PCT publication WO 93/21232; EP 439,095; Naramura et 
al., Immunol. Lett. 39:91-99 (1994); U.S. Patent 5,474,981; Gillies et al., PNAS 

25 89:1428-1432 (1992); Fell et al., J. Immunol. 146:2446-2452(1991), which are 
incorporated by reference in their entireties. 

The present invention further includes compositions comprising the 
polypeptides of the present invention fused or conjugated to antibody domains other 
than the variable regions. For example, the polypeptides of the present invention may 

30 be fused or conjugated to an antibody Fc region, or portion thereof. The antibody 
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portion fused to a polypeptide of the present invention may comprise the constant 
region, hinge region, CHI domain, CH2 domain, and CH3 domain or any 
combination of whole domains or portions thereof. The polypeptides may also be 
fused or conjugated to the above antibody portions to form multimers. For example, 
Fc portions fused to the polypeptides of the present invention can form dimers 
through disulfide bonding between the Fc portions. Higher multimeric forms can be 
made by fusing the polypeptides to portions of IgA and IgM. Methods for fusing or 
conjugating the polypeptides of the present invention to antibody portions are known 
in the art. See, e.g., U.S. Patent Nos. 5,336,603; 5,622,929; 5,359,046; 5,349,053; 
5,447,851; 5,1 12,946; EP 307,434; EP 367,166; PCT publications WO 96/04388; WO 
91/06570; Ashkenazi et al., Proc. Natl. Acad. Sci. USA 88:10535-10539 (1991); 
Zheng et al., J. Immunol. 154:5590-5600 (1995); and Vil et ah, Proc. Natl. Acad. Sci. 
USA 89:11337- 11341(1992) (said references incorporated by reference in their 
entireties). 

As discussed, supra, the polypeptides corresponding to a polypeptide, 
polypeptide fragment, or a variant of SEQ ID NO:Y may be fused or conjugated to 
the above antibody portions to increase the in vivo half life of the polypeptides or for 
use in immunoassays using methods known in the art. Further, the polypeptides 
corresponding to SEQ ID NO:Y may be fused or conjugated to the above antibody 
portions to facilitate purification. One reported example describes chimeric proteins 
consisting of the first two domains of the human CD4-polypeptide and various 
domains of the constant regions of the heavy or light chains of mammalian 
immunoglobulins. (EP 394,827; Traunecker et al., Nature 331:84-86 (1988). The 
polypeptides of the present invention fused or conjugated to an antibody having 
disulfide- linked dimeric structures (due to the lgG) may also be more efficient in 
binding and neutralizing other molecules, than the monomelic secreted protein or 
protein fragment alone. (Fountoulakis et al., J. Biochem. 270:3958-3964 (1995)). In 
many cases, the Fc part in a fusion protein is beneficial in therapy and diagnosis, and 
thus can result in, for example, improved pharmacokinetic properties. (EP A 
232,262). Alternatively, deleting the Fc part after the fusion protein has been 
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expressed detected, and purified, would be desired. For example, the Fc portion may 
hinder therapy and diagnosis if the fusion protein is used as an antigen for 
immunizations. In drug discovery, for example, human proteins, such as hlL-5, have 
been fused with Fc portions for the purpose of high-throughput screening assays to 
identify antagonists of hIL-5. (See, Bennett et al., J. Molecular Recognition 8:52-58 
(1995); Johanson et al., J. Biol. Chem. 270:9459-9471 (1995). 

Moreover, the antibodies or fragments thereof of the present invention can be 
fused to marker sequences, such as a peptide to facilitate purification. In preferred 
embodiments, the marker amino acid sequence is a hexa-histidine peptide, such as the 
tag provided in a pQE vector (Q1AGEN, Inc., 9259 Eton Avenue, Chatsworth, CA, 
91311), among others, many of which are commercially available. As described in 
Gentz et ai., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for instance, hexa- 
histidine provides for convenient purification of the fusion protein. Other peptide 
tags useful for purification include, but are not limited to, the "HA" tag, which 
corresponds to an epitope derived from the influenza hemagglutinin protein (Wilson 
etal., Cell 37:767 (1984)) and the "flag" tag. 

The present invention further encompasses antibodies or fragments thereof 
conjugated to a diagnostic or therapeutic agent. The antibodies can be used 
diagnostically to, for example, monitor the development or progression of a tumor as 
part of a clinical testing procedure to, e.g., determine the efficacy of a given 
treatment regimen. Detection can be facilitated by coupling the antibody to a 
detectable substance. Examples of detectable substances include various enzymes, 
prosthetic groups, fluorescent materials, luminescent materials, bioluminescent 
materials, radioactive materials, positron emitting metals using various positron 
emission tomographies, and nonradioactive paramagnetic metal ions. The detectable 
substance may be coupled or conjugated either directly to the antibody (or fragment 
thereof) or indirectly, through an intermediate (such as, for example, a linker known 
in the art) using techniques known in the art. See, for example, U.S. Patent No. 
4,741 ,900 for metal ions which can be conjugated to antibodies for use as diagnostics 
according to the present invention. Examples of suitable enzymes include horseradish 
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peroxidase, alkaline phosphatase, beta-galactosidase, or acetylcholinesterase; 
examples of suitable prosthetic group complexes include streptavidin/biotin and 
avidin/biotin; examples of suitable fluorescent materials include umbelliferone, 
fluorescein, fluorescein isothiocyanate, rhodamine, dichlorotriazinylamine 
5 fluorescein, dansyl chloride or phycoerythrin; an example of a luminescent material 
includes luminol; examples of bioluminescent materials include luciferase, luciferin, 
and aequorin; and examples of suitable radioactive material include 1251, 1311, 11 lln 
or 99Tc. 

Further, an antibody or fragment thereof may be conjugated to a therapeutic 

10 moiety such as a cytotoxin, e.g., a cytostatic or cytocidal agent, a therapeutic agent or 
a radioactive metal ion, e.g., alpha-emitters such as, for example, 213Bi. A cytotoxin 
or cytotoxic agent includes any agent that is detrimental to cells. Examples include 
paclitaxol, cytochalasin B, gramicidin D, ethidium bromide, emetine, mitomycin, 
etoposide, tenoposide, vincristine, vinblastine, colchicin, doxorubicin, daunorubicin, 

15 dihydroxy anthracin dione, mitoxantrone, mithramycin, actinomycin D, 1- 
dehydrotestosterone, glucocorticoids, procaine, tetracaine, lidocaine, propranolol, 
and puromycin and analogs or homologs thereof. Therapeutic agents include, but are 
not limited to, antimetabolites (e.g., methotrexate, 6-mercaptopurine, 6-thioguanine, 
cytarabine, 5-fluorouracil decarbazine), alkylating agents (e.g., mechlorethamine, 

20 thioepa chlorambucil, melphalan, carmustine (BSNU) and lomustine (CCNU), 
cyclothosphamide, busulfan, dibromomannitol, streptozotocin, mitomycin C, and cis- 
dichlorodiamine platinum (II) (DDP) cisplatin), anthracyclines (e.g., daunorubicin 
(formerly daunomycin) and doxorubicin), antibiotics (e.g., dactinomycin (formerly 
actinomycin), bleomycin, mithramycin, and anthramycin (AMC)), and anti-mitotic 

25 agents (e.g., vincristine and vinblastine). 

The conjugates of the invention can be used for modifying a given biological 
response, the therapeutic agent or drug moiety is not to be construed as limited to 
classical chemical therapeutic agents. For example, the drug moiety may be a protein 
or polypeptide possessing a desired biological activity. Such proteins may include, 

30 for example, a toxin such as abrin, ricin A, pseudomonas exotoxin, or diphtheria 
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toxin; a protein such as tumor necrosis factor, a-interferon. B-interferon, nerve 
growth factor, platelet derived growth factor, tissue plasminogen activator, an 
apoptotic agent, e.g., TNF-alpha, TNF-beta; AIM I (See. International Publication No. 
WO 97/33899), AIM II (See, International Publication No. WO 97/34911), Fas 
5 Ligand (Takahashi et aL Int. Immunol., (5:1567-1574 (1994)), VEG1 (See, 
International Publication No. WO 99/23105), a thrombotic agent or an anti- 
angiogenic agent, e.g.. angiostatin or endostatin; or, biological response modifiers 
such as, for example, lymphokines, interleukin-1 ("IL-1"), interleukin-2 ("IL-2"), 
interleukin-6 ("1L-6"), granulocyte macrophage colony stimulating factor ("GM- 

10 CSF"), granulocyte colony stimulating factor ("G-CSF"), or other growth factors. 

Antibodies may also be attached to solid supports, which are particularly 
useful for immunoassays or purification of the target antigen. Such solid supports 
include, but are not limited to, glass, cellulose, polyacrylamide, nylon, polystyrene, 
polyvinyl chloride or polypropylene. 

15 Techniques for conjugating such therapeutic moiety to antibodies are well 

known, see, e.g., Anion et aL, "Monoclonal Antibodies For Immunotargeting Of 
Drugs In Cancer Therapy", in Monoclonal Antibodies And Cancer Therapy, Reisfeld 
et al. (eds.), pp. 243-56 (Alan R. Liss, Inc. 1985); Hellstrom et al., "Antibodies For 
Drug Delivery", in Controlled Drug Delivery (2nd Ed.), Robinson et al. (eds.), pp. 

20 623-53 (Marcel Dekker, Inc. 1987); Thorpe, "Antibody Carriers Of Cytotoxic Agents 
In Cancer Therapy: A Review", in Monoclonal Antibodies '84: Biological And 
Clinical Applications, Pinchera et al. (eds.), pp. 475-506 (1985); "Analysis, Results, 
And Future Prospective Of The Therapeutic Use Of Radiolabeled Antibody In 
Cancer Therapy", in Monoclonal Antibodies For Cancer Detection And Therapy, 

25 Baldwin et al. (eds.), pp. 303-16 (Academic Press 1985), and Thorpe et al., "The 
Preparation And Cytotoxic Properties Of Antibody-Toxin Conjugates", Immunol. 
Rev. 62:1 19-58 (1982). 

Alternatively, an antibody can be conjugated to a second antibody to form an 
antibody heteroconjugate as described by Segal in U.S. Patent No. 4,676,980, which 

30 is incorporated herein by reference in its entirety. 
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An antibody, with or without a therapeutic moiety conjugated to it, 
administered alone or in combination with cytotoxic factor(s) and/or cytokine(s) can 
be used as a therapeutic. 

5 Im m u n op hen otyping 

The antibodies of the invention may be utilized for immunophenotyping of 
cell lines and biological samples. The translation product of the gene of the present 
invention may be useful as a cell specific marker, or more specifically as a cellular 
marker that is differentially expressed at various stages of differentiation and/or 

10 maturation of particular cell types. Monoclonal antibodies directed against a specific 
epitope, or combination of epitopes, will allow for the screening of cellular 
populations expressing the marker. Various techniques can be utilized using 
monoclonal antibodies to screen for cellular populations expressing the marker(s), 
and include magnetic separation using antibody-coated magnetic beads, "panning" 

15 with antibody attached to a solid matrix (i.e., plate), and flow cytometry (See, e.g., 
U.S. Patent 5,985,660; and Morrison et aL, Cell 96:737-49 (1999)). 

These techniques allow for the screening of particular populations of cells, 
such as might be found with hematological malignancies (i.e. minimal residual 
disease (MRD) in acute leukemic patients) and "non-self cells in transplantations to 

20 prevent Graft-versus-Host Disease (GVHD). Alternatively, these techniques allow for 
the screening of hematopoietic stem and progenitor cells capable of undergoing 
proliferation and/or differentiation, as might be found in human umbilical cord blood. 

Assays For Antibody Binding 

25 The antibodies of the invention may be assayed for immunospecific binding 

by any method known in the art. The immunoassays which can be used include but 
are not limited to competitive and non-competitive assay systems using techniques 
such as western blots, radioimmunoassays, EL1SA (enzyme linked immunosorbent 
assay), "sandwich" immunoassays, immunoprecipitation assays, precipitin reactions, 

30 gel diffusion precipitin reactions, immunodiffusion assays, agglutination assays, 
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complement-fixation assays, immunoradiometric assays, fluorescent immunoassays, 
protein A immunoassays, to name but a few. Such assays are routine and well 
known in the art (see, e.g., Ausubel et al, eds, 1994, Current Protocols in Molecular 
Biology, Vol. I, John Wiley & Sons, Inc., New York, which is incorporated by 
reference herein in its entirety). Exemplary immunoassays are described briefly 
below (but are not intended by way of limitation). 

Immunoprecipitation protocols generally comprise lysing a population of cells 
in a lysis buffer such as RJPA buffer (1% NP-40 or Triton X- 100, 1% sodium 
deoxycholate, 0.1% SDS, 0.15 M NaCl, 0.01 M sodium phosphate at pH 7.2, 1% 
Trasylol) supplemented with protein phosphatase and/or protease inhibitors (e.g., 
EDTA, PMSF, aprotinin, sodium vanadate), adding the antibody of interest to the cell 
lysate, incubating for a period of time (e.g., 1-4 hours) at 4° C, adding protein A 
and/or protein G sepharose beads to the cell lysate, incubating for about an hour or 
more at 4° C, washing the beads in lysis buffer and resuspending the beads in 
SDS/sample buffer. The ability of the antibody of interest to immunoprecipitate a 
particular antigen can be assessed by, e.g., western blot analysis. One of skill in the 
art would be knowledgeable as to the parameters that can be modified to increase the 
binding of the antibody to an antigen and decrease the background (e.g., pre-clearing 
the cell lysate with sepharose beads). For further discussion regarding 
immunoprecipitation protocols see, e.g., Ausubel et al, eds, 1994, Current Protocols in 
Molecular Biology, Vol. 1, John Wiley & Sons, Inc., New York at 10.16.1. 

Western blot analysis generally comprises preparing protein samples, 
electrophoresis of the protein samples in a polyacrylamide gel (e.g., 8%- 20% SDS- 
PAGE depending on the molecular weight of the antigen), transferring the protein 
sample from the polyacrylamide gel to a membrane such as nitrocellulose, PVDF or 
nylon, blocking the membrane in blocking solution (e.g., PBS with 3% BSA or non- 
fat milk), washing the membrane in washing buffer (e.g., PBS-Tween 20), blocking 
the membrane with primary antibody (the antibody of interest) diluted in blocking 
buffer, washing the membrane in washing buffer, blocking the membrane with a 
secondary antibody (which recognizes the primary antibody, e.g., an anti-human 



WO 00/55350 



PCT/US00/05882 



m 

antibody) conjugated to an enzymatic substrate (e.g., horseradish peroxidase or 
alkaline phosphatase) or radioactive molecule (e.g., 32P or 1251) diluted in blocking 
buffer, washing the membrane in wash buffer, and detecting the presence of the 
antigen. One of skill in the art would be knowledgeable as to the parameters that can 
5 be modified to increase the signal detected and to reduce the background noise. For 
further discussion regarding western blot protocols see, e.g., Ausubel et al, eds, 1994, 
Current Protocols in Molecular Biology, Vol. 1, John Wiley & Sons, Inc., New York 
at 10.8.1. 

ELlSAs comprise preparing antigen, coating the well of a 96 well microtiter 

10 plate with the antigen, adding the antibody of interest conjugated to a detectable 
compound such as an enzymatic substrate (e.g., horseradish peroxidase or alkaline 
phosphatase) to the well and incubating for a period of time, and detecting the 
presence of the antigen. In ELlSAs the antibody of interest does not have to be 
conjugated to a detectable compound; instead, a second antibody (which recognizes 

15 the antibody of interest) conjugated to a detectable compound may be added to the 
well. Further, instead of coating the well with the antigen, the antibody may be 
coated to the well. In this case, a second antibody conjugated to a detectable 
compound may be added following the addition of the antigen of interest to the 
coated well. One of skill in the art would be knowledgeable as to the parameters that 

20 can be modified to increase the signal detected as well as other variations of ELlSAs 
known in the art. For further discussion regarding ELlSAs see, e.g., Ausubel et al, 
eds, 1994, Current Protocols in Molecular Biology, Vol. 1, John Wiley & Sons, Inc., 
New York at 11.2.1. 

The binding affinity of an antibody to an antigen and the off-rate of an 

25 antibody-antigen interaction can be determined by competitive binding assays. One 
example of a competitive binding assay is a radioimmunoassay comprising the 
incubation of labeled antigen (e.g., 3H or 1251) with the antibody of interest in the 
presence of increasing amounts of unlabeled antigen, and the detection of the 
antibody bound to the labeled antigen. The affinity of the antibody of interest for a 

30 particular antigen and the binding off-rates can be determined from the data by 
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scatchard plot analysis. Competition with a second antibody can also be determined 
using radioimmunoassays. In this case, the antigen is incubated with antibody of 
interest conjugated to a labeled compound (e.g., 3H or 1251) in the presence of 
increasing amounts of an unlabeled second antibody. 

5 

Therapeutic Uses 

The present invention is further directed to antibody-based therapies which 
involve administering antibodies of the invention to an animal, preferably a mammal, 
and most preferably a human, patient for treating one or more of the disclosed 

10 diseases, disorders, or conditions. Therapeutic compounds of the invention include, 
but are not limited to, antibodies of the invention (including fragments, analogs and 
derivatives thereof as described herein) and nucleic acids encoding antibodies of the 
invention (including fragments, analogs and derivatives thereof and anti-idiotypic 
antibodies as described herein). The antibodies of the invention can be used to treat, 

15 inhibit or prevent diseases, disorders or conditions associated with aberrant 
expression and/or activity of a polypeptide of the invention, including, but not 
limited to, any one or more of the diseases, disorders, or conditions described herein. 
The treatment and/or prevention of diseases, disorders, or conditions associated with 
aberrant expression and/or activity of a polypeptide of the invention includes, but is 

20 not limited to, alleviating symptoms associated with those diseases, disorders or 
conditions. Antibodies of the invention may be provided in pharmaceutically 
acceptable compositions as known in the art or as described herein. 

A summary of the ways in which the antibodies of the present invention may 
be used therapeutically includes binding polynucleotides or polypeptides of the 

25 present invention locally or systemically in the body or by direct cytotoxicity of the 
antibody, e.g. as mediated by complement (CDC) or by effector cells (ADCC). 
Some of these approaches are described in more detail below. Armed with the 
teachings provided herein, one of ordinary skill in the art will know how to use the 
antibodies of the present invention for diagnostic, monitoring or therapeutic purposes 

30 without undue experimentation. 
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The antibodies of this invention may be advantageously utilized in 
combination with other monoclonal or chimeric antibodies, or with lymphokines or 
hematopoietic growth factors (such as, e.g., 1L-2, 1L-3 and IL-7), for example, which 
serve to increase the number or activity of effector cells which interact with the 
5 antibodies. 

The antibodies of the invention may be administered alone or in combination 
with other types of treatments (e.g., radiation therapy, chemotherapy, hormonal 
therapy, immunotherapy and anti-tumor agents). Generally, administration of 
products of a species origin or species reactivity (in the case of antibodies) that is the 

10 same species as that of the patient is preferred. Thus, in a preferred embodiment, 
human antibodies, fragments derivatives, analogs, or nucleic acids, are administered 
to a human patient for therapy or prophylaxis. 

It is preferred to use high affinity and/or potent in vivo inhibiting and/or 
neutralizing antibodies against polypeptides or polynucleotides of the present 

15 invention, fragments or regions thereof, for both immunoassays directed to and 
therapy of disorders related to polynucleotides or polypeptides, including fragments 
thereof, of the present invention. Such antibodies, fragments, or regions, will 
preferably have an affinity for polynucleotides or polypeptides of the invention, 
including fragments thereof. Preferred binding affinities include those with a 

20 dissociation constant or Kd less than 5 X 10' 2 M, 10 2 M, 5 X 10° M, 10 3 M, 5 X 10" 
4 M, 10- 4 M, 5 X lO" 5 M, 10- 5 M, 5 X 10" 6 M, 10" 6 M, 5 X 10" 7 M, 10" 7 M, 5 X 10" 8 M, 
10- 8 M, 5 X lO" 9 M, lO' 9 M, 5 X lO" 10 M, lO' 10 M, 5 X 10" M, 10" M, 5 X 10" 12 M, 
10 12 M, 5 X 10' 3 M, 10" 13 M, 5 X 10 14 M, 10 14 M, 5 X 10' 15 M, and 10" 15 M. 

25 Gene Therapy 

In a specific embodiment, nucleic acids comprising sequences encoding 
antibodies or functional derivatives thereof, are administered to treat, inhibit or 
prevent a disease or disorder associated with aberrant expression and/or activity of a 
polypeptide of the invention, by way of gene therapy. Gene therapy refers to therapy 

30 performed by the administration to a subject of an expressed or expressible nucleic 
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15 



acid. In this embodiment of the invention, the nucleic acids produce their encoded 
protein that mediates a therapeutic effect. 

Any of the methods for gene therapy available in the art can be used according 
to the present invention. Exemplary methods are described below. 

For general reviews of the methods of gene therapy, see Goldspiel et al., 
Clinical Pharmacy 12:488-505 (1993); Wu and Wu, Biotherapy 3:87-95 (1991); 
Tolstoshev, Ann. Rev. Pharmacol. Toxicol. 32:573-596 (1993); Mulligan, Science 
260:926-932 (1993); and Morgan and Anderson, Ann. Rev. Biochem. 62:191-217 
(1993); May, T1BTECH 1 1(5):155-215 (1993). Methods commonly known in the art 
of recombinant DNA technology which can be used are described in Ausubel et al. 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, NY (1993); and 
Kriegler, Gene Transfer and Expression, A Laboratory Manual, Stockton Press, NY 
(1990). 

In a preferred aspect, the compound comprises nucleic acid sequences 
encoding an antibody, said nucleic acid sequences being part of expression vectors 
that express the antibody or fragments or chimeric proteins or heavy or light chains 
thereof in a suitable host. In particular, such nucleic acid sequences have promoters 
operably linked to the antibody coding region, said promoter being inducible or 
constitutive, and, optionally, tissue-specific. In another particular embodiment, 
nucleic acid molecules are used in which the antibody coding sequences and any 
other desired sequences are flanked by regions that promote homologous 
recombination at a desired site in the genome, thus providing for intrachromosomal 
expression of the antibody encoding nucleic acids (Koller and Smithies, Proc. Natl. 
Acad. Sci. USA 86:8932-8935 (1989); Zijlstra et al., Nature 342:435-438 (1989). In 
25 specific embodiments, the expressed antibody molecule is a single chain antibody; 
alternatively, the nucleic acid sequences include sequences encoding both the heavy 
and light chains, or fragments thereof, of the antibody. 

Delivery of the nucleic acids into a patient may be either direct, in which case 
the patient is directly exposed to the nucleic acid or nucleic acid- carrying vectors, or 
indirect, in which case, cells are first transformed with the nucleic acids in vitro, then 
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transplanted into the patient. These two approaches are known, respectively, as in 
vivo or ex vivo gene therapy. 

In a specific embodiment, the nucleic acid sequences are directly administered 
in vivo, where it is expressed to produce the encoded product. This can be 

5 accomplished by any of numerous methods known in the art, e.g., by constructing 
them as part of an appropriate nucleic acid expression vector and administering it so 
that they become intracellular, e.g., by infection using defective or attenuated 
retrovirals or other viral vectors (see U.S. Patent No. 4,980,286), or by direct 
injection of naked DNA, or by use of microparticle bombardment (e.g., a gene gun; 

10 Biolistic, Dupont), or coating with lipids or cell-surface receptors or transfecting 
agents, encapsulation in liposomes, microparticles, or microcapsules, or by 
administering them in linkage to a peptide which is known to enter the nucleus, by 
administering it in linkage to a ligand subject to receptor-mediated endocytosis (see, 
e.g., Wu and Wu, J. Biol. Chem. 262:4429-4432 (1987)) (which can be used to target 

15 cell types specifically expressing the receptors), etc. In another embodiment, nucleic 
acid-ligand complexes can be formed in which the ligand comprises a fusogenic viral 
peptide to disrupt endosomes, allowing the nucleic acid to avoid lysosomal 
degradation. In yet another embodiment, the nucleic acid can be targeted in vivo for 
cell specific uptake and expression, by targeting a specific receptor (see, e.g., PCT 

20 Publications WO 92/06180; WO 92/22635; WO92/20316; W093/14188, WO 
93/20221). Alternatively, the nucleic acid can be introduced intracellular^ and 
incorporated within host cell DNA for expression, by homologous recombination 
(Koller and Smithies, Proc. Natl. Acad. Sci. USA 86:8932-8935 (1989); Zijlstra et al. 
Nature 342:435-438(1989)). 

25 In a specific embodiment, viral vectors that contains nucleic acid sequences 

encoding an antibody of the invention are used. For example, a retroviral vector can 
be used (see Miller et al., Meth. Enzymol. 217:581-599 (1993)). These retroviral 
vectors contain the components necessary for the correct packaging of the viral 
genome and integration into the host cell DNA. The nucleic acid sequences encoding 

30 the antibody to be used in gene therapy are cloned into one or more vectors, which 
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facilitates delivery of the gene into a patient. More detail about retroviral vectors can 
be found in Boesen et al., Biotherapy 6:291-302 (1994), which describes the use of a 
retroviral vector to deliver the mdrl gene to hematopoietic stem cells in order to 
make the stem cells more resistant to chemotherapy. Other references illustrating the 
use of retroviral vectors in gene therapy are: Clowes et al., J. Clin. Invest. 93:644- 
651 (1994); Kiem et al., Blood 83:1467-1473 (1994); Salmons and Gunzberg, Human 
Gene Therapy 4:129-141 (1993): and Grossman and Wilson, Curr. Opin. in Genetics 
and Devel. 3:1 10-114(1993). 

Adenoviruses are other viral vectors that can be used in gene therapy. 
Adenoviruses are especially attractive vehicles for delivering genes to respiratory 
epithelia. Adenoviruses naturally infect respiratory epithelia where they cause a mild 
disease. Other targets for adenovirus-based delivery systems are liver, the central 
nervous system, endothelial cells, and muscle. Adenoviruses have the advantage of 
being capable of infecting non-dividing cells. Kozarsky and Wilson, Current 
Opinion in Genetics and Development 3:499-503 (1993) present a review of 
adenovirus-based gene therapy. Bout et al., Human Gene Therapy 5:3-10 (1994) 
demonstrated the use of adenovirus vectors to transfer genes to the respiratory 
epithelia of rhesus monkeys. Other instances of the use of adenoviruses in gene 
therapy can be found in Rosenfeld et al., Science 252:431-434 (1991); Rosenfeld et 
al., Cell 68:143- 155 (1992); Mastrangeli et al., J. Clin. Invest. 91:225-234 (1993); 
PCT Publication W094/12649; and Wang, et al., Gene Therapy 2:775-783 (1995). In 
a preferred embodiment, adenovirus vectors are used. 

Adeno-associated virus (AAV) has also been proposed for use in gene therapy 
(Walsh et al., Proc. Soc. Exp. Biol. Med. 204:289-300 (1993); U.S. Patent No. 
5,436,146). 

Another approach to gene therapy involves transferring a gene to cells in 
tissue culture by such methods as electroporation, lipofection, calcium phosphate 
mediated transfection, or viral infection. Usually, the method of transfer includes the 
transfer of a selectable marker to the cells. The cells are then placed under selection 
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to isolate those cells that have taken up and are expressing the transferred gene. 
Those cells are then delivered to a patient. 

In this embodiment, the nucleic acid is introduced into a cell prior to 
administration in vivo of the resulting recombinant cell. Such introduction can be 
5 carried out by any method known in the art, including but not limited to transfection, 
electroporation, microinjection, infection with a viral or bacteriophage vector 
containing the nucleic acid sequences, cell fusion, chromosome-mediated gene 
transfer, microcell-mediated gene transfer, spheroplast fusion, etc. Numerous 
techniques are known in the art for the introduction of foreign genes into cells (see, 
10 e.g., Loeffler and Behr, Meth. Enzymol. 217:599-618 (1993); Cohen et a!., Meth. 
Enzymol. 217:618-644 (1993); Cline, Pharmac. Ther. 29:69-92m (1985) and may be 
used in accordance with the present invention, provided that the necessary 
developmental and physiological functions of the recipient cells are not disrupted. 
The technique should provide for the stable transfer of the nucleic acid to the cell, so 
15 that the nucleic acid is expressible by the cell and preferably heritable and 
expressible by its cell progeny. 

The resulting recombinant cells can be delivered to a patient by various 
methods known in the art. Recombinant blood cells (e.g., hematopoietic stem or 
progenitor cells) are preferably administered intravenously. The amount of cells 
20 envisioned for use depends on the desired effect, patient state, etc., and can be 
determined by one skilled in the art. 

Cells into which a nucleic acid can be introduced for purposes of gene therapy 
encompass any desired, available cell type, and include but are not limited to 
epithelial cells, endothelial cells, keratinocytes, fibroblasts, muscle cells, hepatocytes; 
25 blood cells such as Tlymphocytes, Blymphocytes, monocytes, macrophages, 
neutrophils, eosinophils, megakaryocytes, granulocytes; various stem or progenitor 
cells, in particular hematopoietic stem or progenitor cells, e.g., as obtained from bone 
marrow, umbilical cord blood, peripheral blood, fetal liver, etc. 

In a preferred embodiment, the cell used for gene therapy is autologous to the 

30 patient. 
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In an embodiment in which recombinant cells are used in gene therapy, 
nucleic acid sequences encoding an antibody are introduced into the cells such that 
they are expressible by the cells or their progeny, and the recombinant cells are then 
administered in vivo for therapeutic effect. In a specific embodiment, stem or 

5 progenitor cells are used. Any stem and/or progenitor cells which can be isolated and 
maintained in vitro can potentially be used in accordance with this embodiment of 
the present invention (see e.g. PCT Publication WO 94/08598; Stemple and 
Anderson, Cell 71:973-985 (1992); Rheinwald, Meth. Cell Bio. 21A:229 (1980); and 
Pittelkow and Scott, Mayo Clinic Proc. 61:771 (1986)). 

10 In a specific embodiment, the nucleic acid to be introduced for purposes of 

gene therapy comprises an inducible promoter operably linked to the coding region, 
such that expression of the nucleic acid is controllable by controlling the presence or 
absence of the appropriate inducer of transcription. Demonstration of Therapeutic or 
Prophylactic Activity 

15 The compounds or pharmaceutical compositions of the invention are 

preferably tested in vitro, and then in vivo for the desired therapeutic or prophylactic 
activity, prior to use in humans. For example, in vitro assays to demonstrate the 
therapeutic or prophylactic utility of a compound or pharmaceutical composition 
include, the effect of a compound on a cell line or a patient tissue sample. The effect 

20 of the compound or composition on the cell line and/or tissue sample can be 
determined utilizing techniques known to those of skill in the art including, but not 
limited to, rosette formation assays and cell lysis assays. In accordance with the 
invention, in vitro assays which can be used to determine whether administration of a 
specific compound is indicated, include in vitro cell culture assays in which a patient 

25 tissue sample is grown in culture, and exposed to or otherwise administered a 
compound, and the effect of such compound upon the tissue sample is observed. 

Therapeutic/Prophylactic Administration and Composition 

The invention provides methods of treatment, inhibition and prophylaxis by 
30 administration to a subject of an effective amount of a compound or pharmaceutical 
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<400> 1193 

Asn Asp Val lie His Gin Tyr Val Tyr Met Tyr Phe Tyr lie Asp Leu 

Glu Asn Thr Ala Lys Thr Phe Met Thr Ser Cys lie Thr Ala Phe Val 

25 30 
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r lie Phe Leu Thr Val lie lie Pro Thr Gly Thr Leu Thr Val Ala 
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Leu Leu Asn Val Gin Asn Leu Tyr Phe Arg Asn Asn Lys Lys Lys Asp 
50 55 60 

Thr Tyr Met Phe Pro Lys Gin Trp Cys Gly Glu Cys Val Arg Lys Thr 
65 70 75 80 

Asn Leu lie Gly Ser Thr Asn Thr Lys Cys lie Thr Asn Ala Pro val 
85 90 95 

His Val Phe Val Leu Lys Arg Val Asn Glu Asp Leu Tyr lie Ser lie 
100 105 HO 



Asn Asp lie 
lib 



<210> 1192 
<211> 415 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (11) 

<223> Xaa equals any of the naturally occurring L-ammo acids 
<220> 

<221> SITE 
<222> (13) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 1192 

Arg lie Pro Pro Glu Ser Leu Ala Arg Glu Xaa Arg Xaa Thr Lys Ser 
] 5 10 15 

Phe ser Asn Pro Arg Arg Pro Asp Arg Gly Thr Trp Ser Leu Ser Glu 
20 25 30 

Lys Phe Asn Leu Arg Asp Lys Met Gin Trp Thr Ser Leu Leu Leu Leu 
3 , 40 45 
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Ala Gly Leu Phe Ser Leu Ser Gin Ala Gin Tyr Glu Asp Asp Pro His 
50 55 60 

Trp Trp Phe His Tyr Leu Arg Ser Gin Gin Ser Thr Tyr Tyr Asp Pro 
65 70 75 80 

Tyr Asp Pro Tyr Pro Tyr Glu Thr Tyr Glu Pro Tyr Pro Tyr Gly Val 
85 90 95 

Asp Glu Gly Pro Ala Tyr Thr Tyr Gly Ser Pro Ser Pro Pro Asp Pro 
100 105 110 

Arg Asp Cys Pro Gin Glu Cys Asp Cys Pro Pro Asn Phe Pro Thr Ala 
115 120 125 

Met Tyr Cys Asp Asn Arg Asn Leu Lys Tyr Leu Pro Phe Val Pro Ser 
130 135 140 

Arg Met Lys Tyr Val Tyr Phe Gin Asn Asn Gin lie Thr Ser lie Gin 
145 150 155 160 

Glu Gly Val Phe Asp Asn Ala Thr Gly Leu Leu Trp lie Ala Leu His 
165 170 175 

Gly Asn Gin lie Thr Ser Asp Lys Val Gly Arg Lys Val Phe Ser Lys 
180 185 190 

Leu Arg His Leu Glu Arg Leu Tyr Leu Asp His Asn Asn Leu Thr Arg 
195 200 205 

Met Pro Gly Pro Leu Pro Arg Ser Leu Arg Glu Leu His Leu Asp His 
210 215 220 

Asn Gin lie Ser Arg val Pro Asn Asn Ala Leu Glu Gly Leu Glu Asn 
225 230 235 240 

Leu Thr Ala Leu Tyr Leu Gin His Asn Glu lie Gin Glu Val Gly Ser 
245 250 255 

Ser Met Arg Gly Leu Arg Ser Leu lie Leu Leu Asp Leu Ser Tyr Asn 
260 265 270 

His Leu Arg Lys Val Pro Asp Gly Leu Pro Ser Ala Leu Glu Gin Leu 
275 280 285 

Tyr Met Glu His Asn Asn Val Tyr Thr Val Pro Asp Ser Tyr Phe Arg 
290 295 300 



Gly Ala Pro Lys Leu Leu Tyr Val Arg Leu Ser His Asn Ser Leu Thr 
305 310 315 320 



WO 00/55350 PCT/DS00/05S82 

1211 



Asn Asn Gly Leu 



Leu Asp Leu Ser 
340 

Asn Leu Glu Asn 
355 

lie Ser Ser Phe 
370 

Gin val Leu Arg 
385 

Ala Asp Ala Pro 



Ala Ser Asn Thr 
325 

Tyr Asn Gin Leu 



Leu Tyr Leu Gin 
360 

Cys Thr Val Val 
375 

Leu Asp Gly Asn 
390 

Leu Cys Leu Arg 
405 



Phe Asn Ser Ser 
330 

Gin Lys He Pro 
345 

Gly Asn Arg He 



Asp val Val Asn 
380 

Glu He Lys Arg 
395 

Leu Ala Ser Leu 
410 



Ser Leu Leu Glu 
335 

pro Val Asn Thr 
350 

Asn Glu Phe Ser 
365 

Phe Ser Lys Leu 



ser Ala Met Pro 
400 

He Glu lie 
415 



<210> 1193 

<211> 620 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (375) 

<223> Xaa equals any of the naturally occurring L-amino acias 
<220> 

<221> SITE 
<222> (501) 

<223> Xaa equals any of the naturally occurring L-amino acids 

<220> 

<221> SITE 
<222> (532) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (546) 

<223> xaa equals any of the naturally occurring L-amino acids 
<400> 1193 

Ser Ala Val Thr Ala Phe Ser Glu Gly Ser val He Ala Tyr Tyr Trp 
15 10 " 



Ser Glu Phe Ser He Pro Gin His Leu Val Glu Glu Ala Glu Arg Val 
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20 



25 



30 



Met Ala Glu Glu Arg val Val Met Leu Pro Pro Arg Ala Arg Ser Leu 
35 40 45 

Lys Ser Phe Val Val Thr Ser Val Val Ala Phe Pro Thr Asp Ser Lys 
50 55 60 

Thr Val Gin Arg Thr Gin Asp Asn Ser Cys Ser Phe Gly Leu His Ala 
65 70 75 80 

Arg Gly Val Glu Leu Met Arg Phe Thr Thr Pro Gly Phe Pro Asp Ser 
85 90 95 

Pro Tyr Pro Ala His Ala Arg Cys Gin Trp Ala Leu Arg Gly Asp Ala 
100 105 110 

Asp Ser val Leu Ser Leu Thr Phe Arg Ser Phe Asp Leu Ala Ser Cys 
115 120 125 

Asp Glu Arg Gly Ser Asp Leu Val Thr Val Tyr Asn Thr Leu Ser Pro 
130 135 140 

Met Glu Pro His Ala Leu Val Gin Leu Cys Gly Thr Tyr Pro Pro Ser 
145 150 155 160 

Tyr Asn Leu Thr Phe His Ser Ser Gin Asn Val Leu Leu lie Thr Leu 
165 170 175 

lie Thr Asn Thr Glu Arg Arg His Pro Gly Phe Glu Ala Thr Phe Phe 
180 185 190 

Gin Leu Pro Arg Met Ser Ser Cys Gly Gly Arg Leu Arg Lys Ala Gin 
195 200 205 

Gly Thr Phe Asn Ser Pro Tyr Tyr Pro Gly His Tyr Pro Pro Asn lie 
210 215 220 

Asp Cys Thr Trp Asn lie Glu Val Pro Asn Asn Gin His Val Lys Val 
225 230 235 240 

Arg Phe Lys Phe Phe Tyr Leu Leu Glu Pro Gly Val Pro Ala Gly Thr 
245 250 255 

Cys Pro Lys Asp Tyr Val Glu lie Asn Gly Glu Lys Tyr Cys Gly Glu 
260 265 270 



Arg Ser Gin Phe Val Val Thr Ser Asn Ser Asn Lys lie Thr Val Arg 
275 280 285 



Phe His Ser Asp Gin Ser Tyr Thr Asp Thr Gly Phe Leu Ala Glu Tyr 
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acatttaatg ccatctagct agcaattgcg 
ggctgagaaa gctaaagttt ggttttgaca 
actgtatggg ggagattgaa ctttccccgt 
cgccaaggaa aggcatgtac aaaaattatg 
agctcagtgt tttggtggaa aaaacatttt 
gaggatgaat tgtcacatct atccacactg 
tctttgcaat actgcttaat tgctgatacc 
caatcactgt gctatcggca gatgatgctt 
tgactaccta ctggtgtaat ctcaatgcaa 
gtaagtgcga agactgagcc agattggcca 
agagccaatt agacttgaaa tacgtttgtg 
tatcgctcac tctcccttgt acagccttat 
gtgagccttg catgacatca tgaggccgga 
ctaacaaatg ctcccacctg aatttgtata 
cagcaaattc cagatttgtt tccttttggc 
caatctttcc tactttctat ttttatgatg 
tgtgactttt taaacgatta gtgatgtcct 
ggtcctattt ttgtgaagag ggacataaga 
atgtatttct atatagactt ggagaatact 
gccttcgttt atattttttt aactgtgata 
ttgaatgtcc aaaatttata ttttagaaat 
aaacaatggt gtggtgaatg tgtgagaaaa 
tgtattacga atgcccctgt tcatgttttt 
atttcaataa atgatatata atttaaagtt 

<210> 350 

<211> 3008 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> misc feature 
<222> (9) 

<223> n equals a,t,g, or c 
<220> 

<221> misc feature 
<222> (59) 

<223> n equals a,t,g, or c 
<220> 

<221> misc feature 
<222> (65) 

<223> n equals a,t,g, or c 
<220> 

<221> misc feature 
<222> (1307) 

<223> n equals a,t,g, or c 



accttaattt aactttccag tcttagctga 480 
ggttttccaa aagtaaagat gctacttccc 540 
ctcccgtctt ctgcctccca ctccataccc 600 
caattcagtg ttccaagtct ctgtgtaacc 660 
aagttttact gataatttga ggttagatgg 720 
tcaaacaggt tggtgtgggt tcattggcat 780 
atatgaatga aacatgggct gtgattactg 840 
tggaagatgc agaagcaata ataaagtact 900 
gccccaactt tcttatccaa ctttttcata 960 
attaaaaacg aaaacctgac taggttctgt 1020 
tttctagaat cacagctcaa gcattctgtt 1080 
tttgttggtg ctttgcattt tgatattgct 1140 
tgaaacttct cagtccagca gtttccagtc 1200 
tgactgcatt tgtgggtgtg tgtgtgtttt 1260 
ctcctgcaaa gtctccagaa gaaaatttgc 1320 
acaatcaaag ccggcctgag aaacactatt 1380 
taaaatgtgg tctgccaatc tgtacaaaat 1440 ^ 
taaaatgatg ttatacatca atatgtatat 1500 
gccaaaacat ttatgacaag ctgtatcact. 1560. 
atccccacag gcacattaac tgttgcactt 1620 
aataaaaaga aagatactta catgttccca 1680 
actaacttga tagggtctac caatacaaaa 1740 
gttttaaaac gtgtaaatga agatctttat 1800 
aaaaaaaaaa ga 1842 



<400> 350 
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acagcatcnt taggaaacct aaggtagaga 
cgagncacga agagtttctc caacccaagg 
gaaaagttca acttgagaga caaaatgcag 
ttctccctct cccaggccca gtatgaagat 
agccagcagt ccacctacta cgatccctat 
tacccctatg gggtggatga agggccagcc 
ccccgcgact gcccccagga atgcgactgc 
gacaatcgca acctcaagta cctgcccttc 
cagaacaacc agatcacctc catccaggaa 
tggattgctc tccacggcaa ccagatcacc 
aagctgaggc acctggagag gctgtacctg 
cccctgcctc gatccctgag agagctccat 
aacaatgctc tggaggggct ggagaacctc 
caggaagtgg gcagttccat gaggggcctc 
aaccaccttc ggaaggtgcc tgatgggctg 
cacaacaatg tctacaccgt ccccgatagc 
-gtgcggctgt cccacaacag tctaaccaac 
agcagcctcc ttgagctaga cctctcctac 
accaacctgg agaacctcta cctccaaggc 
ttctgcaccg tggtggacgt cgtgaacttc 
aacgagatca agcgcagcgc catgcctgcc 
ctcatcgaga tctgagcagc cctggcaccg 
tggcttgatg gtttggtttg gcttttgctg 
tccacgggca ccctctgtag tcttctttcc 
acaggcagcc ttctgctgag gacataggca 
gtggtagatg gaaggatccc tggatgttcc 
ttcccaatga tctgaggtca tggaacttca 
acttttctaa caatccctgg ctgtctgtga 
ggctggtcgt gcagttactc tgggctccca 
cagctgcctc ttctgaaatc cacttcaccc 
gtgccttaag cagagtcagg agaccccaag 
agacaaccca cactgtgtct gagggtgaaa 
aacctcaccc ctggaaagcc accagattgg 
cctgatgtgg gaggagacag ccaacctcag 
gcagctgggt agctctttga aggtggataa 
ttaccatcag catctgcaat gggccaaaca 
ccccagtagt tccattcttg cccagcactt 
ttttatccac aaaggtagcg gccacatggt 
ctccttttat ccaagcagga agattctata 
cctggacttg ctagcccaaa gaaggaggat 
aaggccatag ttaaaaagta ccagctctgg 
caaatcttgc ctgtgctggg catacaaccc 
attagtgaag gtggcttttg ctttatagtt 
caaaaggtaa tgttgcctgg ggcttaaccc 
ccatctgggc agtcaggggc aaggactgtt 
ccagatgcca tcacatccct gatactgtgt 
agaggggatc tttggactas gttcttggct 
gctcatttca acaaaggagc tccgatgtga 
tcagaaagca tctgcatgtg aacaccatca 
aagcatgagt ggtggctaac ctgaccaata 
aaaaaaaa 



atccccccag agagcctggc aagggaatnt 60 
aggccagaca gagggacgtg gtcactctct 120 
tggacctccc tcctgctgct ggcagggctc 180 
gaccctcatt ggtggttcca ctacctccgc 240 
gacccttacc cgtatgagac ctacgagcct 300 
tacacctacg gctctccatc ccctccagat 360 
ccacccaact tccccacggc catgtactgt 420 
gttccctccc gcatgaagta tgtgtacttc 480 
ggcgtctttg acaatgccac agggctgctc 540 
agtgataagg tgggcaggaa ggtcttctcc 600 
gaccacaaca acctgacccg gatgcccggt 660 
ctcgaccaca accagatctc acgggtcccc 720 
acggccttgt acctccaaca caatgagatc 780 
cggtcactga tcttgctgga cctgagttat 840 
ccctcagctc ttgagcagct gtacatggag 900 
tacttccggg gggcgcccaa gctgctgtat 960 
aatggcctgg cctccaacac cttcaattcc 1020 
aaccagctgc agaagatccc cccagtcaac 1080 
aataggatca atgagttctc catcagcagc 1140 
tccaagctgc aggtgctgcg cctggacggg 1200 
gacgcgcccc tctgcctgcg ccttgccagc 1260 
ggtactgggc ggaaranccc ccgtggcatt 1320 
gaaggtccag gatggaccat gtgacagaag 1380 
tgtaggtggg gttagggggg gcgatcaggg 1440 
gaagctcact cttttccagg gacagaagtg 1500 
aaccccataa atctcacggc tcttaagttc 1560 
aaagtggcat gggcaatagt atataaccat 1620 
gcagcacttg acagctctcc ctctgtgctg 1680 
tttgttgctt ctcaaaatat acctcttgcc 1740 
actccacttt cctccacaga tgcctcttct 1800 
gcatgtgagc atctgcccag caacctgtgg 1860 
ggacaccagg agtcacttct atacctccct 1920 
aggtcaccag catgatgata atattcatga 1980 
gcttagatca atgtataggg ctatattttg 2040 
gacttcagaa gaggaaaggc cagactttgc 2100 
cacctcaaat tggctgagtt gagaaagcag 2160 
tctgcattcc aaacagcatc ctacctgggt 2220 
ttttaaagta tgagaaacac agtttgtcct 2280 
tcctgatggt agagacagac tccaggcagc 2340 
gtggttaatc tgtttcacct ggtttgtcct 2400 
ctggggtccg tgaagcccag gccaggcagc 24 60 
tctgctttca catctctgag ctatatcctc 2520 
tggctgggga gcacttaatt cttcccattt 2580 
acctgccctt tgggcaaggt tgggacaaag 2640 
ggaggagagt tagcccaagt atagctctgc 2700 
atgctttgaa gcaccttccc tgagaaggga 2760 
ccagacctgg aatccacaaa agccaaacca 2820 
gggcaaggct gccccctgcc ccagggctct 2880 
tgcctttata aaggatcctt attacaggaa 2940 
aagttatttt atgattgcaw mwaaaaaaaa 3000 

3008 



